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(57) Abstract 

A desiccated mature gymnosperm somatic embryo characterized by having a moisture content which is lower than the 
moisture content of its corresponding zygotic embryo and a dry weight and per embryo lipid content which are higher than the 
lipid content and dry weight of its corresponding gymnosperm zygotic embryo. Preferred desiccated gymnosperm somatic embry- 
os are conifer somatic embryos having a moisture content ranging between 10 and 55 %. Also within the scope of the invention is 
a- method for producing desiccated somatic embryos. The method comprises developing immature embryos in a medium compris- 
ing at least one non-permeating water stress agent, a metabolizable carbon source and a growth regulator having an influence on 
embryo development for a period of time sufficient to yield the recovery of mature somatic embryos having a moisture content 
which is lower than the moisture content of corresponding zygotic embryos. The method can optionally include a secondary de- 
siccation treatment to further reduce the moisture content of the embryos. 
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Matxiration, desiccation and encapsulation of gymnosperm 
somatic embryos • 

FTELD OF THE IKVEMTION 

The invention relates to the field of somatic 
5 embryo production, particularly to methods for maturing 

and desiccating gymnosperm somatic embryos and to the 
matured desiccated and encapsulated embryos obtained by 
such methods. 

BACKGROXmP OF THE INVENTION 

IQ Somatic embryogenesis offers the potential to 

clonally produce large numbers of low cost plants of 
many species. Somatic embryos develop without the 
surrounding nutritive tissues and protective seed coat, 
so considerable research has been devoted to causing 

15 somatic embryos to functionally mimic seeds with regard 

to efficient storage and handling qualities. The 
development of techniques for somatic embryogenesis in 
conifers has greatly improved the ability to culture 
conifer tissues In vitro and now offers the means to 

20 clonally propagate commercially valuable conifers of a 

number of species. However, all conifer species suffer 
from poor plantlet vigour. 

It has been suggested to use abscisic acid 
(ABA) or osmoticum for enhancing storage levels in 

25 plant cells. For example, it was shown that somatic 

embryos of TheoJbroma cacao could be induced to 
accumulate fatty acids approaching the composition of 
commercial cocoa butter by increasing the sucrose 
concentration of the culture medium. Modifying the 

3 0 culture conditions by varying osmotic concentration 

and/or ABA content similarly improved lipid 
accumulation in Brassica napus L. somatic and 
microspore derived embryos as well as somatic embryos 
of carrot and celery. Also, the level of storage 

3 5 lipids in P. abies somatic embryos was improved by 

optimizing the ABA level to between 10-2 0 ^m, but the 
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somatic embryos contained about 4% of the lipid level 
obtained by zygotic embryos. 

Also, Japanese laid-open patent publication 
No* 1-218520 describes a process for producing plant 
body regenerative tissue. The process includes a step 
of cultivating a plant body regenerative tissue in a 
medium containing ABA and having an osmotic pressure of 
180 to 2500. In order to control the osmotic pressure 
within the specific range, a non-toxic substance such 
as sugar, alcohol, an amino acid or glycol is added. 

Water stress plays an important role in 
maintaining embryos in a maturation state (Kermode 
1990, Crit. Res. Plant Sci. 9, 155-194). Ijow water 
content rather than ABA prevents precocious germination 
during later stages of development. This is important 
because precocious germination of embryos during 
development in seeds would be lethal dxiring 
des iccation • 

A conventional way to water stress plant 
cells grown in vitro is to increase the osmotic 
concentration of the culture medium through the use of 
plasmolysing osmotica. For example, increased 

concentrations of plasmolysing osmotica such as sucrose 
have been used to promote somatic embryo maturation of 
many plant species. Sucrose at levels up to 6% was 
fotind to improve somatic embryo development of some 
conifers but a smaller increase in sucrose from 1 to 3% 
was previously considered optimal for the maturation of 
white and Norway spruce somatic embryos. It seems that 
a higher concentration generally led to repressed 
embryo development. 3% sucrose is the concentration 
most commonly used for conifer somatic embryo 
maturation. Mannitol had a similar effect on 
maturation of conifer somatic embryos (Roberts 1991) . 
Low levels of mannitol (2-6%) led to a doxibling of the 
number of mature embryos recovered at the end of the 
maturation period; however, the treatment could only be 
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applied as a short pulse (1 week) as prolonged 
maturation treatment with mannitol became detrimental 
to further embryo maturation. 

Poor response using sucrose and mannitol or 
5 other simple sugars and salts may be because such 

plasmolysing osmotica are absorbed by the symplast of 
plant cells. Such absorbtion facilitates adjustment of 
tissue osmotic potential (osmotic recovery) without 
lowering the tissue water content. Additionally, 
10 direct or indirect metabolic effects on specific plant 

metabolites can occur, due to utilization of the solute 
or its toxic effects. 

Alternatives to plasmolysing osmotica are 
non-permeating high molecular weight compounds such as 
15 polyethylene glycol (PEG) or dextran. These compounds 

are usually available in a wide range of molecular 
weights. For example, PEG is available in molecular 
weights ranging from 200 to 35,000. However, only 
those with a molecular weight above 1000 to 3000 would 
20 be non-permeating (Carpita et al, 1979) . This is 

because the large molecular size of these solutes 
excludes their passage through plant cell walls, so 
preventing entry into cells and plasmolysis, while 
still removing water. Consequently, their non- 

25 plasmolysing effect reduces tissue water content in a 

manner similar to the effects of water stress observed 
in cells of plants subjected to drought conditions. 
The effect is constant and cell turgor can only be 
restored by cells actively increasing their cellular 
3 0 solute concentrations. PEG has been most commonly used 

• to apply water stress to whole plants, to osmotically 
prime whole seeds to synchronize germination and 
improve seedling vigour. 

Embryo drying occurs naturally in most seeds, 
3 5 and has a role to play in the developmental transition 

between maturation and germination. Thus, desiccation 
led to enhanced germination of both zygotic and somatic 
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embryos. Desiccation of whole somat'ic embryos is also 
an alternative method of germplasm storage. Somatic 
embryos produced continuously year-round could 
therefore be dried and stored until the appropriate 
5 planting season, or shipped to new locations. 

A considerable amount of prior art references 
describe methods for the desiccation of euigiosperm 
somatic embryos. Senaratna et al. , in EP application 
0300730, describe a method through which in vitro 
10 formed plant embryos are desiccated following the 

application of ABA or other types of environmental 
stress inducing desiccation tolerance. The angiosperm 
embryos are induced at the torpedo shaped stage with 
the source of ABA for a sufficient period of time to 
15 cause expression of desiccation tolerance. The induced 

embryos are then dried to provide stable, viable 
artificial seeds. In EP 0300730, Senaratna et al. 
emphasize on the importance of stimulating the embryo 
at the appropriate stage by the use of signals to 
20 develop tolerance to desiccation. It is stressed that 

it the signals are applied at the incorrect stage of 
development, the tissue will not respond properly. 
Angiosperm embryos can undergo maturation in the 
.9^ and it is suggested that ABA be supplied 
25 as late as possible during the matxiration protocol and 

applied for a relatively short period of time. Hence, 
the timing and duration of ABA application seem to be 
critical . 

Japanese laid-open patent publication No. 
30 2-31624 discloses the use of ABA in plant cultures. 

ABA is used as part of a process for drying embryos 
prior to storage. 

In PCT application No. WO 89/05575, a method 
for the production of synthetic seeds comprising 
35 dehydrated somatic embryos is described.. The method, 

which is applicable to monocotyledonous and 
dicotyledonous embryos comprises maintaining the 
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somatic embryos in an atmosphere having a relative 
hiimidity (r,hO of from about 30 to about 85% for a 
period of time sufficient to reduce the moisture 
content of the embryos from about 85 to 65% to about 4 
5 to 15%. The use of osmotically active materials, once 

the embryos are matured, is suggested. 

Senaratna et al., in 1989, Plant Science, 65, 
pp. 253-259, describe the induction of desiccation 
tolerance in alfalfa somatic embryos by exogenous 

10 application of ABA in the form of a short pulse. 

Embryos are then dried to 10 to 15% of their moisture 
content and stored for at least 3 weeks in the dry 
state. Senaratna et al. also describe a method by 
which tolerance to desiccation is induced by exposing 

15 the somatic embryos to sub-lethal levels of low 
temperature, water, nutrient or heat stress prior to 
desiccation. However, it: was demonstrated that some of 
these stress pre-treatments had deleterious effects on 
embryo maturation and seedling vigoiir. 

2 0 Hence, the prior art literature on somatic 

embryos and artificial seeds shows that desiccation 
tolerance has been achieved in some angiosperm plant 
species such as alfalfa, gerani\ims, celery, brass ica, 
carrots, corn, lettuce, orchardgrass and soybeans. 
25 Various methods have been suggested, which all appear 

to evolve around promoting desiccation tolerance by 
applying ABA and other stresses late in maturation and 
subsequently reducing the water content of the embryos. 
However, survival following desiccation of conifer 

3 0 somatic embryos has, at present, not been reported, as 

these methods are not applicable to conifers. 

The creation of artificial seeds in which 
somatic embryos are encapsulated in a hydrated gel has 
also been described. The encapsulated embryos may then 
3 5 be planted using traditional seed planters. The major 

drawback of encapsulation in a hydrated gel is the fact 
that it allows only limited storage duration. The 
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following are examples of hydrated gels for 
encapsulatiion • 

Japanese laid-open patent publication No. 
2-46240 discloses a method by which an oxygen supplying 
substance is used to coat a plant embryo. The document 
also refers to the possible use of a water-soluble 
polymeric substance together with the oxygen supplying 
compound. Preferred oxygen supplying compounds are 
calcium per chlorate or barium per chlorate. The water 
soluble polymeric sxibstances referred to are hydrated 
gels of sodium alginate, gelatin, mannan , 
polyacrylamide and carboxymethyl cellulose. 

In Japanese laid-open application No. 63- 
133 904, a method is described to coat plant embryos and 
nutrients, with a water-soluble polymeric substance such 
as alginic acid and polyacrylamide. Polyethylene 
glycol is mentioned as an example of polymeric 
sxibstance that can be used together with the water- 
soluble polymeric substances. 

Japanese laid-open patent application No. 61- 
40708 describes a technique through which an embryo is 
encapsulated with nutrients , an anti-bacterial agent 
and a water-soluble polymeric substance which may 
include crosslinJced polyethylene glycol. The role of 
the water-soluble polymer appears to be to keep 
moisture during storage of the encapsulated embryo. 

In U.S. P. 4,615,141, Janick and Kitto 
describe a method for encapsulating asexual plant 
embryos- In this method, the embryos are pre- treated 
by increasing the sucrose concentration of the 
maintenance medium from normal levels to high levels, 
or by applying ABA. The hydrated embryos are then 
encapsulated in a hydrated coating material. The 
coating material dries to form a thin, non-toxic film 
enclosing one or more embryos, protecting the embryos 
during storage but readily redissolving in an aqueous 
solution. The use of ABA and increased sucrose is 
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suggested to improve survival of the encapsulated 
embryos. Once the embryos have been encapsulated, they 
are dried at a temperature ranging from 20 to 3 0«>C for 
a period of at least 5 hours. 
5 In U.S. P. 4,777,762, Redenbaugh et al. 

describe a method for producing desiccated analogs of 
botanic seeds which are created by removing a portion 
of the water by slow or fast drying so that the plant 
tissue is no longer saturated with water. The method 

10 also involves encapsulating meristematic tissue in a 

hydrated gel or polymer and removing water by slow or 
fast drying. The formation of somatic embryos is 
induced and the embryos are then encapsulated in the 
gel or polymer followed by drying. Alternatively, the 

15 somatic embryos are desiccated to less than complete 

tissue saturation during, or at the end of, embryo 
development then encapsulated. 

When the gels described above are used to 
encapsulate the somatic embryos either before or after 

20 dehydration, preferred gels are selected from hydrogels 

or polymers which contain water within the confines of 
the gel matrix but which can be dried as the plant 
tissue is being desiccated. One of the disadvantages 
of such a method is that controlled drying of the 

25 encapsulated embryos is difficult to achieve. In most 

instances double drying of embryos is necessary. Thus^ 
desiccated embryos are encapsulated in the hydrogel, 
which leads to rehydration, then the embryos are 
redesiccated. Recently published data shows that 

3 0 somatic embryos encapsulated in hydrated gel without 

desiccation have a storage life restricted to a few 
months, even when refrigerated at above freezing 
temperatures . 

In a 1991 review article concerning somatic 

35 embryogenesis and development of synthetic seed 

technology (Critical Reviews in Plant Sciences 10:33- 
61, 1991), Gray et al. mention that synthetic seed 
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technology for the forest products industry would be 
extremely beneficial* This is because forest conifers 
can be propagated economically only from natural seed ^ " 

and since improvement via conventional breeding is 
5 extremely time consximing due to the long conifer life ^ 

cycle. 

There has been a trend for using increasingly 
higher concentrations of ABA to promote the maturation 
of conifer somatic embryos. This trend probably 

10 results from a need to inhibit precocious germination 

which has become more apparent following the 
increasingly longer maturation times being used. Thus 
ABA was first successfully used by Hakman and von 
Aimold 1988 (Physiol. Plant. 72:579-587) and von Arnold 

15 and Halanan 1988 (J. Plant Physiol. 132:164-169), at 7.6 

/iM. Dunstan et al. 1988 (Plant Sci. 58:77-84) 
subsequently found 12 /xM ABA to be better. Shortly 
after, Attree et al. 1990 (Can. J. Bot* 68:2583-2589) 
reported that 16 fiHL was optimal. Roberts et al. 1990 

20 (Physiologia Plantarum 78; 355-360) have shown that for 

some species of spruce, ABA at 3 0-40 /xM could be used 
to promote maturation and yield mature embryos with 
storage protein polypeptides comparable to zygotic 
embryos. Such high levels were necessary to prevent 

25 precocious germination and allow maturation to proceed. 

Dunstan et al. 1991 (Plant Sci. 76:219-228) similarly 
found that high levels could permit embryo maturation. 
Unfortunately, high ABA levels also increased the 
frequency of developmentally abnormal embryos. In the 

30 above reports concerning conifers, increased osmoticum 

' was not included. with the ABA. 

Conifer somatic embryos appear different to 
somatic embryos of monocotyledonous and dicotyledonous 

n 

angiosperm species in that ABA should be supplied as 
35 early as possible in maturation protocols in order to 

promote embryo maturation. Merely reducing or 
eliminating auxin and cytokinin levels, as has been 
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successful for maturation of somatic embryos of many 
angiosperm species (Ammirato 1983^ Handbook of Plant 
Cell Culture, Vol. 1, pp. 82-123) led to infrequent or 
poor maturation in conifer embryos and more often 
5 resulted in browning and death of the immature somatic 
embryos. Furthermore, it appears that ABA should be 
applied for longer periods and at higher levels than 
generally applied to angio=sperm somatic embryos. 

In U.S. P. 5,036,382, Gupta et al. describe a 

10 method for developing tissue culture induced coniferous 
somatic embryos into well-developed cotyledonary 
embryos. The method comprises a multi-stage culturing 
process in which early stage embryos are cultured on a 
late stage medium comprising a significantly higher 

15 osmotic potential along with ABA and an absorbent 

material to gradually reduce the level of available ABA 
over time. A critical aspect of this method lies in 
the inclusion of the absorbent material in the embryo 
development medium. Absorbent materials suggested 

20 include activated charcoal and silicates. The 

absorbent is used to slowly reduce the ABA and remove 
metabolic waste products. 

The method also suggests the use of 
osmoticants to control osmotic potential. A preferred 

25 osmoticant suggested is sucrose in amounts in the range 

of 2 to 3%. Another osmoticant that is suggested by 
Gupta et al. is PEG. Gupta et al. mention that PEG 
8000 was evaluated and found to be a superior 
osmoticant, stating that the reasons for its superior 

30 performance compared with other materials is not 

entirely clear. Gupta et al. also suggest that 
polyethylene or polypropylene glycols of other 
molecular weights are believed to be equally useful. 
According to U.S. P. 5,036,007, the combination of 

3 5 osmoticants is to be modified at some point during the 

development stage. In fact, the osmotic concentration 
is gradually increased during development. 
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In U.S. P. 4,957,866 and 5,041,832, Gupta et 
al. describe a method for reproducing coniferous trees 
by somatic embryogenesis using plant tissue cultiire 
techniques. The method consists of placing coniferous 
5 somatic embryos in a maturation medium initially 

comprising no ABA and a low osmoticamt concentration. 
ABA is then added and the levels of osmoticant are 
raised for the final stage of development. The 
osmoticants suggested by Gupta et al. are, sugars such 

10 as sucrose, myo-inositol, sorbitol and mannitol. 

In U.S. P. 5,034,326, Pulman et al. describe 
a method for reproducing coniferous plants by somatic 
embryogenesis using adsorbent materials in the 
development stage media. The adsorbent material 

15 (activated charcoal being a preferred embodiment) is 

used to gradually reduce the concentration of ABA 
present in the medium used in the development stage. 
The purpose of this reduction in ABA is to follow the 
natural tendency in embryo development. As development 

20 approaches completion, the presence of lesser amounts 

of ABA is required. 

in PCT application WO 91/01629, Roberts 
describes a process for assisting germination of spruce 
somatic embryos that comprises partially drying the 

25 embryo at humidities of less than about 99.9%. Also 

described is a process to differentiate somatic embryos 
of conifers that comprises contacting embryogenic calli 
with a medium containing ABA. Roberts also suggest 
that a medium having a sucrose concentration of 2 or 

30 3.4%, which is used between the matiiration treatments 

and the germination media, promotes root and shoot 
elongation. Roberts mentions that the humidity range 
that can be used for partial drying of somatic embryos 
without lethal effect is about 85 to 99.9% which 

35 results in only a very small (5-10%) moisture loss. 

In a study published in Can. J. Bot. , Vol. 
68, 1990, pp. 1086-1090, Roberts et al. mention that 
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conifer somatic eir> ryos (interior spruce) do not 
sxirvive desiccation r. room humidity, but that partial 
drying at very high h« lidity promoted germination up to 
90%. Roberts et al. also refer to the fact that drying 
embryos over a range of r.h. indicated that r.h. of 81% 
or lower was lethal to conifer embryos. This can be 
further visualized at Table 3 of the report where the 
effects of partial drying at different r.h. on 
germination are shown. It can be seen that very small 
levels of germination are obtained following drying at 
a r.h. of 90% and that no germination is observed when 
r.h. of 81% and 75% are used. Based on those results, 
Roberts concluded that only a mild drying of the 
somatic embryos was possible to permit normal 
germination and that the spruce somatic embryos did not 
tolerate desiccation to zygotic levels. Spruce somatic 
embryos did survive and undergo improved vigour 
following a partial drying treatment in an environment 
of very high humidity (over 9 5% hximidity) during which 
time only 5% of moisture was removed. 

Later, Roberts et al. (J. Plant Physiol,, 
138, pp. 1-6, 1991) emphasize that somatic embryos from 
a number of species, including spruce, are sensitive to 
severe water loss and show decreased survival following 
desiccation. In this paper, Roberts shows that Sitka 
spruce somatic embryos do not survive desiccation, even 
though high frequency and synchronized germination 
could be obtained following partial drying of the 
embryos . 

Hence, despite attempts to desiccate conifer 
somatic embryos following ABA maturation, survival has 
not been described. 

Desiccation of conifer somatic embryos would 
be desirable to enable somatic embryos to be stored for 
very long periods. Storage times of dessicated embryos 
may be further extended by storing frozen embryos. The 
ability to survive prolonged storage is important 
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considering the long life cycles of conifers and the 
length of time required to evaluate in vitro produced 
trees. This would then be an alternative method of 
germplasm storage, from which somatic embryos could 
5 later be reinduced. Tissues able to survive freezing 

in liquid nitrogen are considered to be capable of 
survival following storage for indefinite periods. 

For nearly all plant species, in vitro 
techniques are more costly in comparison to traditional 

10 methods of seeding. Somatic embryos also usually 

require pre-germination and greenhouse acclimatization 
prior to planting in the field. To overcome these 
problems, several methods have been suggested. Fluid 
djrilling has been used for pre-germinated seeds. 

15 However, fluid drilling requires new planting 

techniques, specialized machinery and does not allow 
for precision at planting of embryos or plants. 

In conclusion, the prior art would appear to 
suggest that currently available techniques have failed 

20 in providing strong conifer somatic embryos and 

desiccated conifer somatic embryos suitable for 
' encapsulation. Conifer somatic embryos require 

particular plant growth regulator conditions in order 
to develop, and do not follow the developmental pattern 

25 of the more advanced angiosperms. Furthermore, 

permeating osmotica have been shown to be detrimental 
to late embryo stages. Therefore, applying short term 
ABA and osmotic treatments late in embryo development 
to achieve desiccation tolerance is not feasible for 

3 0 conifers and other methods are required. 

SUMMARY OF THE INVENTION 

In accordance with the present invention, 
there is provided a method for producing desiccated 
mature gymnosperm somatic embryos characterized by 

3 5 having a dry weight and a per embryo lipid content 

which are higher than the lipid content and dry weight 
of corresponding zygotic embiryos . The desiccated 
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embryos have substantially higher amounts of storage 
reserves than their zygotic counterparts. VThen used 
herein, the term "storage reserves" is intended to 
designate carbohydrates, proteins and lipids which are 
5 deposited by a maturing embryo for utilization during 

post-germinative growth. 

The term "desiccated", when applied to 
gymnosperm somatic embryos, is intended to designate 
mature gymnosperm somatic embryos having a moisture 
10 content that is significantly lower (at least about 5% 
lower) than the moisture content of corresponding 
mature gymnosperm zygotic embxYos from imbibed seed 
which is usually greater than 60%. More specifically, 
the desiccated somatic einbryos obtained using the 
15 method of the present invention can be either "mildly" 

or "severely" desiccated. The "mildly desiccated" 
embryos are characterized by having a moisture content 
equal to or inferior to about 55%. With regard to the 
"severely desiccated" embryos, they are characterized 
20 by having either a moisture content which is equal to 

or less than the moisture content of corresponding 
zygotic embryos, or by being sufficiently devoid of 
free unbound water to permit the embryos to survive 
freezing. Usual water contents for "severely 

25 desiccated" embryos ranges from about 10% to about 36%. 

The method of the invention comprises 
developing immature gymnosperra somatic embryos in a 
medium comprising at least one non-permeating water 
stress agent, a metabolizable carbon source and a plant 
30 growth regulator having an influence on embryo 

development such as abscisic acid and/or analogs, 
precursors or derivatives thereof for a period of time 
sufficient to yield mildly desiccated mature gymnosperm 
somatic embryos having a moisture content reduced from 
35 about 60%/wt to about 32-55%/wt and a per embryo lipid 

content and dry weight which are higher than the per 
embryo lipid content and dry weight of corresponding 
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gymnosperm zygotic embryos. Preferred gymnosperm 
somatic embryos produced according to the present 
invention include conifer somatic embryos. 

Once the mildly desiccated mature somatic 
5 embryos of reduced moisture content have been obtained, 

if it is desired to further desiccate the embryos, a 
secondary desiccation treatment may be added to achieve 
lower moisture levels. It can consist in either 
sxibmitting the mildly desiccated embryos to further 

10 osmotic stress, by increasing the concentration of the 

non-permeating water stress agent present in the medium 
or in drying the embryos by submitting them to at least 
one environment of low r.h. to yield desiccated somatic 
embryos having a moisture content which may be 

15 sxibstantially lower than the moisture content of 

corresponding zygotic embryos. Preferred moisture 
contents range between 10 and 36%/wt. Severe 
desiccation by drying can be achieved either through 
rapid drying or slow desiccation treatments in which 

20 the embryos are siibmitted to a series of environments 

having a decreasing r.h. 

Also within the scope of the present 
invention is a method for encapsulating mature 
gymnosperm somatic embryos , zygotic embryos or 

25 desiccated somatic embryos. The method comprises 

coating the embryos with a non-hydrated water soluble 
compound having a melting point ranging between 20 and 
70 ®C. The compound is then solidified to yield 
hardened capsules containing the embryo. This yields 

30 coated embryos having an enhanced resistance to attacks 

from organisms such as fungi and bacteria and animal 
pests . 

Also contemplated in the present invention is 
a desiccated mature gymnosperm somatic embryo 
35 characterized in that it has a moisture content ranging 

between 10 and 55%/wt and a dry weight and per embryo 
lipid content which are higher than the per embryo 
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lipid content and dry weight of ^ its corresponding 
gyianospenii zygotic embryo . 

Preferred desiccated gymnospena somatic 
embryos that fall within the scope of the present 
5 invention are characterized by having a moisture 

content ranging between 10 and 36%/wt, a dry weight 
between 30 and 600% higher than this corresponding 
desiccated zygotic embryo and an amount of storage 
lipid between 50 and 700% higher than this 

10 corresponding zygotic embryo. The desiccated embryos 

of the present invention may be stored at room 
temperature or frozen in the freezer or in liquid 
nitrogen either before or after encapsulation. 

The present invention has the advantage of 

15 increasing yields of mature embryos and of providing 

further maturation to somatic embryos, which in turn 
improves the vigour of the germinated plantlets. The 
enhanced maturation and desiccation methods of the 
present invention also provide increases in the amount 

20 of storage reserves of the matured or desiccated 

somatic embryos. The fact that the water content of 
the severely desiccated eiobryos is reduced to a lower 
level than that of mature dry seeds improves embryo 
quality and long-term storage. In fact, the water 

25 content is sufficiently reduced that the embryos can be 

stored for extended periods of time in the frozen state 
without damage due to ice formation. 

Furthermore, reductions in water content 
allow long-teirm storage of germlines without need for 

30 complex cryopreservation equipment, whereby somatic 

embryogenesis may be recaptured from stored mature 
somatic embryos. Also, encapsulation of the desiccated 
embryos of the present invention in a non-hydrated 
polymer allows for machine handling of the coated 

35 embryos as the polymer coating enhances resistance to 

shock. 
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One of the important aspects of the present 
invention resides in the combined use of a non- 
permeating water stress agent and a plant growth 
regulator having an influence on embryo development 
5 such as ABA and/or analogs, precursors or derivatives 

thereof during at least a portion of the embryo 
maturation process to stimulate maturation frequencies 
and promote fiarther maturation of the embryos, and to 
increase dry weight and lower moisture content. 

The following description specifically refers 
to the use of ABA and analogs , precursors and 
derivatives thereof as the plant growth regulator of 
choice to be combined with the non-permeating water 
3-tress agent to achieve maturation and mild desiccation 

15 of somatic embryos. The terms ABA analogs^ ABA 

precursors and ABA derivatives are intended to 
designate compounds that mimic the action of ABA in 
plants without necessarily being stiructurally related 
to ABA. Examples of such compounds are found in 

20 Dunstan et al. (1991, Plant Science 76, 219-228 and 

1992, Phytochemistry 31:1451-1454), the contents of 
which are hereby incorporated by reference. These 
compounds include abscisyl alcohol, acetylenic aldehyde 
and dihydroacetylenic alcohol. 

25 It is to be appreciated that any plant growth 

regulator specifically associated with inducing stress, 
and hence having a positive influence on eiobryo 
development can be used in the context of the present 
invention. Examples of alternate stress regulators 

30 include compounds such as phaseic acid (PA) , 

dihydrophaseic acid (DPA) , 6'-hydroxymethyl abscisic 
acid CHM-ABA) , beta-hydroxy abscisic acid, beta- 
methylglutaryl abscisic acid, beta-hydroxy-beta- 
methylglutarylhydroxy abscisic acid, 4'-desoxy abscisic 

35 acid, abscisic acid beta-D-glucose ester and 2-2 (2-p- 

chlorophenyl-trans- ethyl) cyclopropane carboxylic acid. 
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Also included is jasmonic acid or derivatives 
thereof. The influence of jasmonic acid and some of 
its derivatives on plant metabolism has been 
demonstrated by Reinbothe et al. in (1992) Journal 
5 Plant Growth Regulation 11:7-14 and by Parthier et al. 
in Proceedings of the 14th International Conference on 
Plant Growth Substances 1991, Kluwer Academic 
Publishers, pp. 277-286, both references being hereby 
incorporated by ref:^rence. It is also possible to 
10 complement the maturation medium by incorporating plant 

growth promoters having auxin-like and cytokinin-like 
activity. 

Substantially constant levels of ABA can 
preferably be maintained during at least part of the 

15 development of the embryos. With regard to the non- 

permeating water stress agent, its choice is also 
important. It is essential that it contains at least 
one non-plasmolysing high molecular weight compound 
such as PEG having a molecular weight range over 1000 

20 PEG 4000) or other high molecular weight polymers 

such as dextran. 

The present invention constitutes an 
unexpected advance in gymnosperm somatic embryo 
research, especially in conifer somatic embryo 

25 research, in view of the currently available technology 

which fails to teach simple and reliable methods to 
achieve effective somatic embryo maturation and 
desiccation. The use of a non-permeating water stress 
agent in combination with ABA during the maturation 

30 stage has not only led to substantial increases in 

maturation frequencies, increased embryo dry weights 
and lowered moisture contents in gymnosperm somatic 
eiabryos and particularly JLConifer somatic embryos but 
has also stimulated enhanced accumulation of storage 

35 reserve compounds such as triacylglycerols (TAG) and 

proteins. In fact, when specifically using high 
molecular weight compounds as a non-permeating water 
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stress agent, a threefold increase in storage proteins 
and a ninefold increase in storage lipids was noted for 
conifer somatic embryos. In contrast, the use of 
permeating water stress agents has provided 
5 svibstantially less increases in storage reserves. 

Furthermore, permeating water stress agents did not 
lead to successful desiccation as their use at 
effective concentrations for prolonged periods was 
lethal or detrimental to embryo development. 

j^O The present invention will be more readily 

illustrated by referring to the following description. 
TN THE DRAWINGS 

Fig 1 represents the influence of PEG 
concentration and osmotic potential on the number of 

15 mature white spruce somatic embiryos recovered per 

replicate and on the percentage of maturation 
frequency . 

Figure 2A represents the dry weight of white 
spruce somatic embryos directly following maturation in 
20 the presence of different PEG concentrations (all with 

16 MM ABA) . 

Figiire 2B represents the moisture content of 
white spruce somatic embryos directly following 
maturation in the presence of different PEG 
25 concentrations (all with 16 |iM ABA) . 

Figure 3A shows shrunken dry somatic embryos 
immediately following desiccation for 14 d in an 
environment of 81% relative hximidity. 

Figure 3B shows the somatic embryo 
30 photographed after 2 h- of imbibition- 

Figure. 3C shows regenerating plantlets 7 d 
after rehydration following desiccation in an 
environment of 81% relative humidity. 

Figure 3D shows an aberrant typical plantlet 
35 matured in the presence of PEG then germinated for 28 

d without a prior desiccation treatment. 
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Figure 4 shows the high frequency survival of 
cotyledonary stage white spruce somatic embryos 
following 8 weeks on maturation medium containing 16 mM 
ABA and 7,5 PEG, then desiccated by treatment in low 
5 r*h. 

Figure 5 shows three week old white spruce 
somatic plantlets regenerated from somatic embryos 
matured for 8 weeks on maturation medivan containing 16 
IM ABA and 7.5% PEG, then desiccated by treatment in 
10 low r.h. 

Figure 6 shows three week old white spruce 

zygotic seedlings • 

Figures 7-14 show sectioned material of white 
spruce. All electron micrographs are of cells adjacent 
15 to the shoot apical meristem. 

Figure 7A is a light micrograph showing the 
shoot apical meristem (black arrow) and procambial 
cells (white arrows) of a mature zygotic embryo 
dissected from a seed imbibed for 16 h. 
20 Figure 7B is an electron micrograph of cells 

in the zygotic exnbryo shown in Figure 7A. 

Figure 8 is an electron micrograph of cells 
in a zygotic embryo dissected from a seed imbibed for 
65 h. 

25 Figure 9 is an electron micrograph of cells 

in a non-desiccated somatic embryo immediately 
following maturation for 8 weeks with 16 /iM ABA and 
7.5% PEG. 

Figure lOA is a light micrograph showing a 
3 0 median section through the shoot apical meristem of a 

2 h imbibed somatic embryo following maturation for 8 
weeks with 16 ABA and 7.5% PEG, then desiccation by 
treatment in low r.h. 

Figure lOB is an electron micrograph of cells 
35 in the somatic embryo of Figure lOA- 

Figure llA is a light micrograph showing a 
median section through a shoot apical meristem of a 
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soma^tic embryo matiired for 4 weeks Vith 16 /iM ABA but 
without PEG. 

Figure IIB is an electron micrograph of cells 
in the somatic embryo of Figure llA. 
5 Figure 12A is a light micrograph showing a 

median section through a shoot apical meristem of a 
somatic embryo matured for 4 weeks with 16 fjM ABA and 
7.5% PEG. 

Figure 123 is an electron micrograph of cells 
10 in the somatic embryo of Figure 12 A. 

Figure 13A is a light micrograph showing a 
median section through the shoot apical meristem of a 
4 week old zygotic seedling grown from an isolated 
embryo . 

15 Figure 13B is an electron micrograph of cells 

in the zygotic seedling of Figure 13A. 

Figure 14A is a light micrograph showing a 
median section through the shoot apical meristem (large 
arrow) of a 4 week old somatic plantlet regenerated 
20 from a somatic embryo matured for 8 weeks with 16 fil/l 

ABA and 7.5% PEG, then desiccated. 

Figure 14B is an electron micrograph of cells 
in the somatic plantlet of Figure 14A. 

Figure 15 represents the desiccation 
25 tolerance of white spruce somatic embryos as a fxinction 

of maturation time. 

DETAILED DESCRIPTION OF THE INVENTION 

The invention relates to desiccated mature 
gymnosperm somatic embryos and to a method for 

30 producing desiccated mature gymnosperm somatic embryos. 

The methojd generally comprises developing immature 
somatic embryos in a medium comprising at least one 
non-permeating water stress agent, a metabolizable 
carbon source and a plant growth regulator such as ABA 

35 and/or analogs, precursors or derivatives thereof for 

a period of time sufficient to yield mildly desiccated 
mature somatic embryos having a moisture content 
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ranging between 32 and 55% /wt, preferably between 35 
and 45%/wt. 

If it is desired to obtain further 
desiccation of the somatic embryos, the desiccated 
mature somatic embryos obtained previously are 
submitted to a secondary desiccation treatment 
involving either osmotic stress or at least one 
environment having a low r.h, for a period of time 
sufficient to yield severely desiccated somatic einbryos 
having a moisture content ranging between 10 and 
3 6%/wt. The resulting desiccated somatic embryos can 
then be coated in a non-hydrated water-soluble compound 
and stored either frozen or at room temperature. 

There is a striking similarity in design of 
embryos of all gymnosperm species. Indeed, there is a 
basal plan of embryo development which is more or less 
common to all gymnosperms. At first, there is a free 
nuclear phase of varying derivation. Then there is a 
wall formation followed by the organization of two 
tiers of which the upper remains open toward the 
archegonium. After this usually the cells of the 
latter divide once more resulting in the upper tier 
which again remains open and the middle tier which 
functions as the suspensor. Somatic embryogenesis 
involves a reactivation of much of the development 
program of normal embryogeny, and to date, the same 
range of conditions found to promote induction, 
proliferation and maturation of white spruce are the 
same as all other conifers and are distinct from the 
methods developed for angiosperms. Zygotic embryos of 
all gymnosperms, the group to which conifers belong, 
display similarity in their mode of development, which 
is unique from all other plant groups, particularly the 
angiosperms. Hence, although the following description 
refers specifically to methods used to produce 
desiccated conifer somatic embryos, it is to be 
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understood that these methods have a broader field of 
application which includes all gymnospenns. 

The present invention requires the 
understanding and control of certain critical factors 
such as the concentration of ABA and the nature and 
concentration of the non-permeating water stress agent 
used in the development of the mildly desiccated mature 
embryo, the environment and method by which the mildly 
desiccated mature somatic embryos can be further 
desiccated and the method by which the desiccated 
somatic embryos are subsequently encapsulated. Each of 
these aspects will be discussed separately along with 
more detailed considerations on the matxiration and 
desiccation methods. 
Abscisic acid 

The period during which abscisic acid is 
supplied in the development stage varies according to 
plant species. For example, as immature conifer 
somatic embryos do not develop into functional mature 
embryos on hormone— free medium, ABA must be supplied at 
least at the beginning of the mattiration period even if 
the application of ABA can be interrupted for a portion 
of the development. Preferably, ABA should be 
initially present in the medium in sufficient 
concentration so as to have a final concentration of 
ABA of at least 0.1 at the end of the period during 
which the embryos are developed. The presence of high 
levels of ABA throughout most of the maturation period 
maximizes development while limiting precocious 
germination . It is generally preferred that a 
substantially constant ABA concentration be maintained 
during the ma j ority of the maturation period , but 
levels may be gradually raised and lowered at the start 
or end of maturation, particularly if a bioreactor is 
used as a culture vessel. 

Maturation of the somatic embryos can be 
initiated immediately following transfer from induction 
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or multiplication medium to maturation medium but 
maturation may be improved if immature embryos are 
precultured on reduced growth regulator, or growth 
regulator free multiplication med?-um, or multiplication 
5 medixm containing reduced auxin or cytokinin alone. 

Additional details on preculturing of the embryos is 
provided further below. 

Development of the embryos takes place for a 
period of time usually ranging from 1 to 15 weeks. 
10 Commercial ABA consists of racemic forms but only the 

(+) form is effective in promoting maturation. The 
concentrations of (+) ABA that can be used during 
development, whether for maturation purposes or 
ultimately for desiccation purposes, range from 0.1 to 
15 100 MM- concentrations of (±) ABA between 12 to 60 

HK are preferred. Optimal results are obtained when 
maturing conifer somatic embryos for 6 to 8 weeks on a 
medium containing 16-24 fM (±) ABA. 
Non-permeatina water stress agent 
20 As mentioned previously, two types of osmotic 

stress can be applied to plant cells. The first type 
is a permeating osmotic stress usually induced by low 
molecular weight compounds such as sucrose or mannitol. 
In this instance the permeating osmotic agent crosses 
25 the cell wall and causes water to exit from the 

symplast (cell cytoplasm) by osmosis. However, the 
permeating agent is free to enter the symplast of the 
cell. Over time, sufficient permeating agent may enter 
to alter the cells osmotic potential which leads to 
30 water then reentering the cell by osmosis. Thus, 

tissue water contents are not necessarily lowered 
during prolonged incubation with permeating osmotica. 
Furthermore, the internalized osmotica may directly or 
indirectly affect cellular metabolism. For example, 
35 simple sugars and salts may be absorbed and utilized by 

the plants cells, resulting in nutritional or osmotic 
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adjustment. Toxic effects on metabolism may also 
result. 

In the case of a non-permeating osmotic 
stress, compounds such as PEGs or dextrans should have 
5 a sufficiently high molecular weight to avoid 
penetration of the agent through the matrix of the cell 
wall. Non permeating osmotica similearly remove water 
from the cell by osmosis, however, the osmotic agent is 
not free to enter the cytoplasm. The effects are 
lO therefore long lasting and simulates a non osmotic 

(e.g., drought) stress at the cellular level. When 
non-penetrating or less readily penetrating solutes are 
used, the more negative osmotic potential of the 
external medium due to these solutes can only be 
15 counter-balanced by tissue dehydration, or active 

uptake of other external solutes and the biosynthesis 
of organic osmotica. The latter may then be converted 
to stored product. 

As the diameter of pores in the walls of 
20 living plant cells through which molecules can freely 

pass has been determined by a solute exclusion 
technique to be between 3 0 and 45 Angstroms, depending 
on plant species and type of tissue (e.g. root or leaf, 
etc. ) , it seems that molecules with diameters larger 
25 than these pores would be restricted in their ability 

to penetrate such a cell wall. it would therefore 
appear that molecules having a diameter above 30 
ingstroms could be used either alone or in combination 
with other types of osmotica to induce a non-permeating 
water stress in conifer somatic embryos. Polyethylene 
glycols having a molecular weight above 1000 and 
dextrans having a molecular weight above 4000 are 
preferred non-permeating water stress agents, although 
it is to be understood that the present invention is 
not to be restricted to the use of these products. in 
fact, the class of solutes or compounds that could be 
used to induce a non-permeating water stress could 
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include any water soluble high molecular weiglit 
compound having a molecular size above 30 Sngstroms. 
Suitable alternatives include but are not restricted 
to: complex carbohydrates such as celluloses, pectins, 
5 galactans, ficolls, polypropylene glycols, agars, gums 

and oligosaccharides as well as proteins, amino acids 
(especially polyamino acids), lipoproteins, 
nucleotides, oligonucleotides and lipopolysaccharides. 

The use of non-permeating solutes to cause 
10 non-osmotic moisture stress in whole soil grown plants 

to compensate salt effects or to effect osmotic priming 
of seeds has been widely documented. High molecular 
weight compounds have also been suggested as components 
in hydrated gels to encapsulate previously desiccated 
15 meristematic tissue, somatic embryos or tissue cultured 

plants. However, the specific use of non-permeating 
solutes such as PEGs or dextrans in combination with 
ABA for the purpose of reducing moisture contents, 
enhancing maturation and ultimately permitting severe 
20 desiccation of somatic embryos is described for the 

first time in the context of the present invention. 

In the context of the present invention, 
concentrations of non-permeating compounds ranging 
between 1 and of 30%/wt have been found useful to 
25 promote embryo maturation. The use of polyethylene 

glycol (PEG) having a molecular weight ranging between 
1000 and 35,000, preferably PEG having a molecular 
weight ranging between 3500 and 10,000 and most 
preferably PEG 4000 to 8000 in concentrations of 1 to 
30 30%/wt is preferred. Most preferred PEG 4000 and PEG 

8000 concentrations are in the range of 2 to 15.0%/wt. 
A 7.5%/wt concentration of PEG 4000 led to a threefold 
increase in maturation frequency when compared to 
controls and was optimal for storage reserve 
35 accumulation. 

It was observed with PEG that the higher 
molecular weight varieties needed to be applied in 
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greater amounts to achieve cismparable osmotic 
potentials than lower molecular weight varieties. 
Thus, very high molecular weight PEGs can occupy a 
greater proportion of the medium which prevents gelling 
5 of the medivim. When culturing embryos on agar gelled 
media, PEG 4000 is preferred for applying a non- 
permeating water stress while enabling gelling of the 
medium at appropriate concentrations. A continuous 
flow bioreactor enables a greater range of high 
10 molecular weight compounds to be used. 

With regard to dextran, dextran with a 
molecular weight up to 80,000 has been found suitable 
with a molecular weight above 6000 being preferred. 
Dextrans should generally be present in the medium in 
15 amounts ranging between l and 30%/wt, with 5 to 20%/wt 

being preferred and 10% /wt being most preferred. 

It is required to use a non-permeating 
compound in such a concentration as to reach the 
desired osmotic potential in the medium. Generally, 
20 the osmotic potential of the medium can vary between - 

0.3 and -2.0 MPa, with -0.6 to -1.0 MPa being 
prefeirred. 

Process — for — tfee production of deaicseated aomai^-i >^ 

25 Preculturina of somatic eminrynfn 

Preculture with multiplication medium 
containing cytokinin as the sole growth regulator, then 
transfer to ABA containing maturation medium, promoted 
maturation of somatic embryos from lines previously 

30 found recalcitrant to standard ABA maturation 

■treatments. Similarly, the inclusion of cytokinin with 
ABA during the first few weeks of maturation, prior to 
transfer to maturation medium contain ABA alone, 
prevented precocious germination during the maturation 

35 phase. This resulted in improved matxiration 

frequencies, and also led to the recovery of mature 
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embryos from cell lines previously found to be 
recalcitrant to maturation treatments. 

Investigations of white spruce indicate that 
preculture for one week in plant growth regulator free 
5 liquid multiplication medium promoted subsequent 

maturation frequencies, frequently doubling the 
recovery of mature embryos. Subsequent embiryo 
development on ABA containing maturation medium was 
also faster, as early cotyledonary stage embryos were 

10 evident up to a week sooner than ABA cultures given no 

pretreatment . This optimum duration of the preculture 
period seemed to vary with age of the suspension 
culture. Thus, a newly established suspension culture 
( < 1-3 months) following cryostorage, benefited from 

15 a plant growth regulator free culture of 1-3 days while 

a one week preculture led to reduced recovery of mature 
embryos. However, the same cell line recovered from 
cryostorage 18 months earlier, required a preculture of 
at least 1 week for optimal maturation. The best and 

20 most consistent method of preculturing was to reduce by 

at least 1/10 the auxin from the multiplication medixim 
for a 1 week period, prior to plating on medium 
containing ABA and non permeating osmoticum. An 
alternative method is to reduce all growth regulator 

25 levels without eliminating them entirely. These 

pretreatments, plus subsequent ABA/moisture stress had 
a synergistic effect on somatic embryo maturation 
frequencies, which were at least doubled compared to no 
pretreatment . 

30 Thus, even though the preculturing of the 

somatic embryos prior to desiccation remains optional 
in the process of the present invention, it may, in 
some instances, be useful to enhance maturation of 
selected cell lines which are not as responsive as 

35 others to direct ABA maturation. 
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Matiiuration and mild desiccation of somatiic embryos 

Desiccated mature somatic embryos are 
obtained by developing immatiire somatic embryos in a 
medium comprising at least one non-permeating water 
5 stress agent, a metabolizable carbon source such as 

sucrose and ABA and/ or analogs, precursors or 
derivatives thereof for a period ranging from 1 to 15 
weeks, with 4 to 10 weeks being preferred and 6 to 8 
weeks being most preferred. As mentioned previously, 
10 the concentration of (+) or (-) ABA used during the 

maturation process may range from 0.1 to 100 /iM but (±) 
ABA should preferably range from 12 to 60 nH. With 
regard to the non-permeating water stress agent, PEG 
4000 to 8000 is preferred in concentrations of 1 to 
15 30%/wt, with a 1-15%/wt concentration being preferred. 

It is important to mention that the temperature at 
which maturation is effected can influence the time^ 
required to complete maturation. The process is 
especially suitable for maturing conifer somatic 
20 embryos. 

Characteristics of mildlv desiccated mature somatir' 
embryos 

The somatic embryos obtained by the process 
described above are characterized by having a moisture 
25 content ranging between 32 and 55%/wt, preferably 

between 35 and 45%/wt and a total per embryo lipid 
content and dry weight which are higher than the per 
embryo lipid content and dry weight of corresponding 
zygotic embryos. In fact, the weight of total lipid 
3 0 and triacylglycerols (TAG) per embryo can be up to 5 

times higher than in corresponding zygotic embryos.. 

In the case of mildly desiccated mature 
conifer somatic embryos, the moist\ire content usually 
ranges between 32 and 55%/wt, with a moisture content 
35 between 35 and 45%/wt being preferred. With regard to 

TAG, they can be present in amounts ranging between 70 
and 350 /iM, with 70 to 150 /xM being usually obtained. 
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As for dry weights of conifer somatic embryos, it 
usually varies between 0.2 and .5 mg, with 0,2 to 0.8 
mg being usually obtained. Preferred conifer somatic 
embryos are those from the family PlnaceBe* 

For example, when comparing white spruce 
somatic embryos matured with 7.5% PEG and 16 /xM ABA for 
4-8 weeks to corresponding zygotic embryos, both have 
similar TAG fatty acid, and storage polypeptide 
profiles, similar structure and similar desiccated and 
imbibed moisture contents. However, somatic embryos 
after just 4 weeks maturation are larger as 
demonstrated by their greater dry weights, and by the 
6th week of maturation contain considerably more 
storage reserves such as lipids. Thus, by 6 weeks 
levels of TAG per embryo have almost doubled compared 
to zygotic embryos, and by 8 weeks levels have at least 
tripled, as shown in Table 1 below. Secondary 
desiccation treatments to achieve lower moisture 
contents may increase values further. 



20 



25 



TABIiE 1 



3 0 



Embryo type 



Dry wt 
mg/ embryo 



TAG 

/xg/ embryo 



Somatic 



35 maturation time 

(weeks) 

4 
6 

40 8 



0.27 
0.40 
0.70 



36 
72 
143 



Zygotic 



0.15 



44 



45 
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Severe desiccation of mature g n matie ernbrvos -ho inv 
moisture contents 

The method for desiccating somatic embryos 
provided by the present invention is carried out in two 
5 major steps. The first step consists in reducing the 

''^ter content of immature somatic embryos during their 
development by maturing these embryos in a medixim 
comprising at least one non-permeating water stress 
agent, a metabolizable carbon source and ABA and/or 
10 analogs, precursors or derivatives thereof for a period 

of time sufficient to yield mildly desiccated mature 
somatic embryos having a moisture content ranging 
between 32 and 55%/wt, preferably between 35 and 
45%/wt. The second step consists of a late stage 
15 desiccation process. The mildly desiccated mature 

somatic embryos are then submitted to a secondary 
desiccation treatment which involves either submitting 
the embryos to further osmotic stress or to at least 
one environment having a low r.h. to yield severely 
20 desiccated somatic embryos having a final moisture 

content ranging between 10 and 36%/wt, with a 20 to 
30%/wt moisture content being the most preferred range. 
1- Reduction of the water content and increase of 

storage reserves of immature somatic embryos. 

order to successfully achieve severe 
desiccation to low moisture contents of matxire somatic 
embryos and particularly conifer somatic embryos, it is 
necessary to first reduce the moistxire content of the 
embryos during maturation to a percentage between 32 
30 and 55%/wt, ideally between 35 and 45%/wt. Reducing 

the water content of the embryos during maturation 
leads to enhanced tolerance to further severe 
desiccation for the following reasons. Tolerance to 
desiccation to low moisture contents appears to be 
35 closely related to the level of storage reserves. 

Treatments that promote storage reserve accumulation, 
such as ABA, non plasmolysing moisture stress, and 
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increased maturation time, also promote desiccation 
tolerance. This is because vacuolate cells containing 
little reserve material may undergo mechanical 
disruption and tearing of membranes during severe water 
5 loss, while the presence of sufficient reserves limits 
such changes. Additionally precocious germination is 
inhibited which further enhances severe desiccation 
tolerance. 

Treatment of the embryos with a non-permeating 

10 water stress agent improves the maturation frequencies 
of the embryos. The promotive effect is considered to 
be a consequence of the induced non-plasmolysing water 
stress. As will be demonstrated later, non-permeating 
water stress agents such as high molecular weight PEGs 

15 and dextrans, when used in appropriate concentrations, 

that is generally in concentrations of 1 to 30%/wt, 
stimulate substantial increases in maturation frequency 
when compared to controls. In fact, in one of the 
preferred features of the present invention, 5 to 7.5% 

20 PEG 4000 or 10% dextran 80,000 stimulated a threefold 

increase in maturation frequency of conifer somatic 
embryos compared with controls. 

The moisture content of mature severely 
desiccated somatic embryos treated by the process of 

25 the present invention is similar to that of mature 

zygotic embryos. However, regenerated plantlets from 
non-permeating water stress treated then severely 
desiccated somatic embryos are of better quality than 
the non-osmotically treated controls. A possible 

3 0 reason for this is that somatic embryos, matured in the 

* absence of water stress agents, genainate precociously 
in the first few days of secondary stage desiccation, 
while moisture contents are still high. It is probable 
that in these instances subsequent survival of tissues 

35 such as root and/ or shoot meristems, hypocotyl and 

cotyledons in somatic embryos was non-uniform, leading 
to irregular plantlets. 
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By comparison, somatic embryos matured in the 
presence of non-permeating water stress agents had a 
lower moisture content and were therefore already 
considerably 'drier' prior to further severe 
desiccation. These embryos remain quiescent following 
transfer from the ABA. medium, and desiccation of each 
embryo is more uniform, thereby improving plantlet 
•I^ality. However, somatic embryos remain quiescent 
under low osmotic conditions only when ABA is present. 
Thus, for conifer somatic embryos, a combination of 
both ABA and non-permeating water stress agent is more 
effective in promoting maturation and preventing 
precocious germination than when ABA and the non- 
permeating water stress agent are taOcen individually. 
There seems to be a synergistic effect occurring when 
ABA and PEG are used concxirrently. 

During prolonged maturation (e.g. 8 weeks 
maturation) the non-permeating water stress becomes 
increasingly important in preventing precocious 
germination, which improves survival following further 
desiccation. Precocious germination is especially 
evident for treatments with low ABA concentration, and 
low water stress, and during secondary desiccation 
treatments, leading to limited or no survival for all 
of these treatments. After 8 weeks maturation, the 
increased tendency for precocious germination during 
prolonged maturation treatments may be because somatic 
embryos undergo a reduction in ABA sensitivity during 
maturation. It was also observed that a reduction in 
tolerance to rapid severe desiccation (e.g. on the lab 
bench) pccurs late in mattiration (i.e. 8 weeks 
maturation) which corresponds with the time at which 
somatic embryos display a greater tendency for 
precocious germination. 

Both ABA and osmoticxam promote the accximulation 
of storage reserves in embryos. The trend of 
increasing dry weight and decreasing moisture content 
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of osmotically treated white spruce somatic exubryos 
indicates that storage reserves are deposited within 
cells while water is displaced. As mentioned 
previously, the osmotically treated somatic embryos 
5 accumulate more storage reserves (e.g. proteins and 

lipids) when compared to the untreated controls. 

Embryos of many plant species germinate normally 
only if desiccated first, suggesting activation of new 
genes. In the case of conifer somatic embryos, it has 

10 been shown that further severe desiccation of somatic 

embryos is necessary to promote subsequent plantlet 
development only when the somatic embryos are matured 
using elevated osmotic concentrations. Embryos matured 
under low osmotic conditions subsequently develop 

15 . without the need for further desiccation, but show a 
tendency towards precocious germination. 

The effect of PEG concentration on osmotic 
potential is different from that of solutions of 
permeating, water stress agents such as salts and 

20 sugars. For instance, a negatively curvilinear 

decrease in osmotic potential occurs with increasing 
PEG concentration and is apparently related to 
structural changes in the PEG polymer. The application 
of sucrose at similar osmotic potentials to 5.0-7.5% 

25 PEG 4000 does not readily promote the maturation of 

conifer somatic embryos, possibly because absorption of 
this solute by the tissues leads to an altered 
metabolism. 

Thus, the application of a non-penaeating water 
3 0 stress agent to the maturation medium leads to somatic 

embryos that resemble zygotic counterparts, in terms of 
low moisture content, and high degree of quiescence. 
In addition, the non-permeating water stress agent 
stimulates maturation frequencies, and improves storage 
35 product accumulation. 

In order to maximize water loss (mild 
desiccation) and maturation during the development 
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Stage of the somatic embryos, various experiments have 
been set up to observe the effects of different culture 
conditions on maturation and water loss. It seems that 
the embryo should be maintained for a minimal period of 
1 week and a maximal period of 15 weeks, preferably for 
4 to 8 weeks and most preferably for 6 to 8 weeks on a 
medium containing preferably between 12 and 60 /iM ABA. 
and preferably between 1 and 30%/wt of non-permeating 
water stress agent. The concentration of the non- 
permeating water stress agent may vary depending upon 
its nature. 

For example, in the case of peg, having an 
average molecular weight of 4000, concentrations of 
7.5% with an osmotic potential of -0.7 MPa were 
determined to be optimal for maturation on agar gelled 
medium. Once the desired water content has been 
achieved through maturation of the somatic embryos, 
severe desiccation is effected to further reduce 
moisture levels, thereby enhancing long term storage, 
enhancing resistance of the embryos to frost damages 
and improving subsequent plantlet vigour. 
Maturation of somatic eaibi-^o« v ainer « r,r^r.^^n^Jo^y^^r^^^,^ 
SOlid-sUPPQi- t bioreae<;a; r' 

Experiments to date usually involve maturation 
of somatic embryos on semi-solidified medium, or on 
supports over liquid media, within Petri-dishes . This 
is labour intensive for large scale propagation, 
particularly/ when frequent media changes are required. 
Recovery of mature embryos directly from submerged 
liquid suspensions permits easier handling of large 
quantities^ of material; however, to date, there have 
been no reports of successful maturation in submerged 
culture. It seems that in all reports where embryos 
are submerged in liquid or agar, or merely enclosed 
within surrounding embryogenic tissues, maturation is 
inhibited, conifer somatic embryos have been cultured 
in liquid suspensions during initial maturation stages. 
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but they then required transfer onto solid supports 
over media to complete the maturation process. Thus^ 
it is likely that good gas transfer to and from the 
developing embryos, in addition to a moisture stressing 
5 environment , is important . These parameters are ^ 

however, difficult to achieve in a liquid environment. 
An alternative method for yielding large numbers of 
mature conifer embryos requiring minimal handling, is 
the use of continuous-flow solid-support bioreactors. 

10 such a system was described in JP 87123756, hereby 

incorporated by reference. The bioreactor comprises a 
culture chamber having medium inlet and outlet means 
for continuous supply of fresh medivim in the culture 
chamber. It also comprises a support for maintaining 

15 the immature embryos above the surface of the medixm 

and means for providing and controlling air flow in the 
chamber. Thus, conifer somatic embryos may be matured 
within a large chamber supported above lic[uid medium. 
Fresh liquid culture medium is pumped into one end of 

20 the vessel, while spent medium exits from the opposite 

end. Also, growth regulator and osmotic changes can be 
applied gradually as the liquid medium is added, and 
the air space in the chamber may also be controlled to 
provide the optimal gaseous environment. The large 

25 culture chamber enables large numbers of somatic 

embryos to be cultured per run, which reduces the costs 
of using petri dishes. 

2® Secondary desiccation treatment of mature somatic 
embryos to low moisture contents. 

30 It was initially believed that the desiccation 

tolerance of somatic embryos to severe desiccation to 
low moisture content, particularly conifer somatic 
embryos, was influenced by the rate of desiccation. 
Hence, it was thought that slow desiccation rates 

35 increased survival under all osmotic treatments, 

especially for incompletely matured embryos. However, 
it has been demonstrated that optimally matured conifer 
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embryos obtained according to the method of the present 
invention can be desiccated further either using rapid 
or slow drying. Other desiccation methods using 
controlled humidity cabinets providing air circulation 
5 can also be employed and when doing so, the treatment 
times outlined below may vary. Severe desiccation can 
also be achieved by prolonging exposure of the embryos 
to high concentrations of osmoticum. When used herein, 
the term "low moisture content" is intended to 
10 designate somatic embryos having a moisture content 
ranging between lo and 36% following maturation and 
subsequent desiccation. 

a) Gradual sedondarv deai eeafcion i:reai:meTifc 

Embryos are matured on filter paper supports. 
15 Gradual desiccation of the embryos to low moisture 
contents may be accomplished by transferring mature 
somatic embryos on their filter paper supports through 
a series of environments of progressively lower r.h. 
This technique is described by Senaratna et al. in 
20 1989, Plant science 65, 253-259 which is hereby 

incorporated by reference. it was initially believed 
that a gradual water loss allowed sufficient time for 
the protective changes to occur in cells and hence 
increased the embryos resistance to severe dehydration. 
25 Further investigations have shown that gradual 

desiccation is not an absolute requirement even though 
the technique can be successfully used. 

The rate at which gradual desiccation is to be 
conducted may vary substantially. For example, embryos 
on moist filter paper supports placed in 81% r.h. 
• chambers usually .cause an initial increase in r.h. The 
r.h. then declines over the next few days to the 
desired value, thereby producing a very gradual 
desiccation. If dessication at a lower r.h. is 
35 desired, the rate at which cultures should be 

transferred to successively lower relative humidities 
may vary substantially, but generally speaking, the 
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matured embryos should be transferred successively to 
lower r.h. dessicators at 1 to 7 day intervals. The 
time left at the final required humidity depends on the 
rate at which the embryos were previously transferred 
to the lower r.h. Hence, the cultures can be 
maintained for a minimum of 1 to 7 days at the final 
required r.h. It is to be noted that r.h. can range 
between 30 and 95% at a temperature ranging from 20 to 
30**C. Total secondary desiccation treatment times can 
range between 7 and 21 days. 

The r.h. can be visually checked within the 
desiccation chambers by meter. Following stabilization 
of the meter, a period of 1 to 7 days is allowed at the 
desired r.h. A visual inspection of the embryos can 
readily confirm that they are desiccated to low 
moisture contents as they change from swollen eiabryos 
of a pale cream colour, to a shrunken and distorted 
outline and a yellowish, waxy translucent appearance. 
Rapid secondary desiccation. 

Experiments have demonstrated that conifer 
somatic embryos survive slow secondary desiccation at 
high frequency, preferably when retained with the 
callus upon the filter paper support. Those removed 
from the callus and placed horizontally upon the 
support led to recovered plantlets that were abnoirmal 
(the embryos did not elongate normally, but remained 
stunted) . It seems that during slow secondary 
desiccation treatment, conifer somatic embryos need to 
be retained within the whole callus in order to 
subsequently develop normally. Somatic embryos can 
also survive rapid secondary desiccation which may, in 
some instances, be more practical than gradual 
secondary desiccation. 

In the case of rapid secondary drying, the 
technique involves an ambient r.h. ranging between 5 
and 95%. An ambiant r.h. ranging between 20 and 63% at 
an ambiant temperature ranging between 20 and 25**C is 
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preferred. An ambian-k r.h. ranging between 30 and 40%, 
at a temperature of 25 '>C has been found to be suitable. 
Matured somatic embryos from mild desiccation 
treatments retained upon . filter paper supports and 
5 submitted to rapid secondary drying usually desiccate 

to low water contents within a period of time ranging 
from 24 to 48 hours but should be maintained at ambiant 
r.h. for a period of at least 3 days, which can extend 
to 1 week or more if prolonged storage is desired. The 
10 tendency seems to be that somatic embryos must be 

matured in mild desiccation treatment for at least 6 to 
8 weeks in order to survive rapid secondary drying. 
This will be demonstrated in further detail later on. 

Characteristics of low moisture content severely 

15 desiccated somatic embrvos 

Firstly, severely desiccated somatic embryos 
exhibit a moisture content that is lower than the 
moisture content of corresponding zygotic embryos from 
dried seed. Hence, the moisture content of desiccated 
20 somatic embryos obtained according to the present 

invention usually ranges between 10 and 36%/wt. In 
fact, the important moisture content that removes all 
free water is that which permits freezing without 
injury, that is preferably below about 36%. The level 
25 of desiccation achieved depends on the method of 

secondary desiccation used. Bench dried embryos may 
have much lower moisture, preferably between 10 and 
30/wt%, depending on ambient r.h. and temperature. 
Furthermore, the dry weight of conifer somatic embryos 
30 following secondary desiccation is usually 30 to 600% 

. higher than the weight of corresponding zygotic, 
embryos. Also, the amount of storage lipids found in 
severely desiccated somatic embryos is 50 to 700% 
higher than that of corresponding zygotic embryos while 
35 demonstrating fatty acids and polypeptide storage 

reserves which are similar to those of corresponding 
zygotic embryos. Also, the secondary desiccated 
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somatic embryos have large protein bodies as well as 
abundant lipid bodies. 

pr-eezina tnl prance of severely desiccated erobrVQS 

An analogy exists between tolerance to 
5 desiccation and tolerance to freezing. Tissues able to 

survive freezing in liquid nitrogen are considered to 
be capable of survival following storage for indefinite 
periods. For example, somatic embryos laatured for 8 
weeks with 7.5% PEG and 16 fiM ABA were placed in 81% or 
10 63% r.h. environments to achieve severe desiccation. 

Somatic embryos from the 63% environment were first 
given 1 week at 81%. Total secondary desiccation 
treatment times were 2-3 weeks. Following these 
treatments, somatic embryos on their filter paper 
15 supports were imbibed with 1/2 strength culture medium, 

stored overnight in a -20 ""C freezer, or plunged into 
liquid nitrogen then removed and immediately 
transferred to the freezer overnight. Frozen embryos 
were imbibed the next day. 
20 survival frequencies have been used to determine 

the effectiveness of some of the treatments referred to 
in the present application. Hence, the term survival, 
when used herein, is defined as: embryos that became 
green or commenced elongation within the first week of 
25 culture. Embryos matured for 8 weeks survived severe 

desiccation in the 81% and 63% environments at similar 
high frequencies (e.g. 70-100%) . Embryos also survived 
freezing at -20«»C, but frequencies were better for 
embryos desiccated in the 63% r.h. environment (96%) 
30 compared to 44% for embryos desiccated only in the 81% 

.r.h. environment. Embryos frozen in liquid nitrogen 
survived at slightly lower frequencies, as about 1-4% 
of the embryos split or shattered during the rapid 
freezing process. This problem may be overcome by 
35 transferring embryos to liquid nitrogen after initially 

freezing them to -20"'C. Normal plantlets were 
recovered .following all freezing methods. 
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Characteristics of Imbibed somatic embryos. 

Imbibed somatic embryos have a moisture content 
usually ranging between 59 and 65% • 

Encapsulatio n of desiccated somatic embryos in a non^ 
hvdrated polvmer 

One of the novel elements of the present 
invention resides in the fact that PEG is not to be 
used as a hydrated gel for encapsulation, but is to be 
molten and used to encapsulate mature somatic embryos, 
zygotic embryos or desiccated somatic or zygotic 
embryos without causing rehydration. Mature conifer 
somatic embryos, conifer zygotic embryos as well as 
desiccated somatic or zygotic embryos, preferably from 
the family Pina^ceae and most preferably from the genus 
Pioea ccin be encapsulated using the method of the 
present invention. Other compounds having properties 
similar to PEG can be used- It is required that the 
compound used for encapsulation be a non-hydrated water 
soluble compound having a melting point ranging between 
2 0 and 7 0 • C , although polymers such as PEG are 
preferred. 

PEG is a water-soluble wax-liJce polymer which is 
non toxic, poorly metabolized and highly resistant to 
attack by organisms ( e . g . fungi , bacteria , animal 
pests, etc.). It is currently used to promote seedling 
vigoxir by osmotic priming of seeds, so should be ideal 
as an encapsulation agent. 

Before testing PEG as a suitable agent for 
encapsulation, the effect of high concentrations of PEG 
on embryo germination was first tested. This was done 
using the technique - of osmotic priming. Osmotic 
priming is a method of controlled hydration in which 
the physiological process of germination is initiated 
but stopped before radicle emergence. Natural seeds 
lose vigour during storage, and cell deaths may occur 
as a result of rapid water uptake during the first 
minutes of imbibition. PEG and other osmotica have 
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been used to osmotically prime ' whole seeds to 
synchronize germination and improve seedling vigour. 
The method involves soaking seeds in osmotic solutions 
of sufficient osmotic strength to allow seeds to take 
5 up water and metabolism to be restored, but germination 
is prevented. Imbibition injury may be reduced or 
prevented, and any cellular damage repaired. Thus, 
full vigour is restored upon removal of osmoticum 
(Powell and Mathews 1978; Bodsworth and Bewley 1979; 
10 Woodstock and Tao 1981) . 

A study of sectioned white spruce somatic and 
zygotic embryos using transmission electron microscopy 
showed that desiccated zygotic embryos take up to 
several days to fully imbibe, as they are enclosed 
15 within seed coats and other structures. Imbibition of 
somatic embryos desiccated to low moisture contents, by 
contrast, occurs within 1-2 h. such rapid imbibition 
may lead to injury. severely desiccated somatic 
embryos were osmotically primed by imbibing then in 
20 liquid medium containing 30% PEG for 3 days prior to 
transfer to PEG-free medium. Survival frequencies were 
similar to non-primed treatments, showing the absence 
of toxicity of high PEG levels on germination; 
furthermore, root elongation of the PEG treated embryos 
25 appeared to be improved. 

PEG of different molecular ranges vary in 
melting point. Highest is only about 66»C. PEG was 
onsidered suitable as an encapsulation agent as it 
could be molten and applied to desiccated embryos 
without causing embryo rehydration. PEG of different 
• molecular weights were used singly or mixed to achieve 
desired properties, or different types applied in 
different layers (e.g. an embryo coated in a soft wax 
surrounded by a hard wax layer) . 



30 



35 



wo 93/11660 



42- 



PCT/CA92/00549 



TABLE 2 



5 


PEG mol wt 


melt pt 


wax type 


viscosity 


10 


< 1000 


< 23*»C 


soft or 
liquid 


very low 




= 1000 


= 37«C 


soft 


low 


15 


= 4000 


= 59«C 


hard 


medium 




> 6000 


60-66«C 


very hard 


high 



20 Therefore, PEG with molecular weights over 1000 

euid preferably between 1000 and 3000 may be used. 
Embryos desiccated to low moisture contents are 
considered to be tolerant to temperature extremes so 
should not be harmed by brief exposure to molten PEG; 
25 however, the PEG types with lower temperature melting 

points may be preferable, and are less viscous so flow 
and coat embryos more readily. PEG 1000-4000 and 
mixtures thereof are ideal. PEG 1000 is soft and 
pliable. PEG 4000 is harder and more brittle. Embryos 
30 encapsulated in PEG should also be protected from 

imbibition injury similar to osmotic priming. Thus, as 
the PEG capsule dissolves into solution around the 
embryo it creates an osmotic pressure. This pressure 
would approach zero as the PEG becomes fully dispersed, 
35 and would have the effect of preventing the more rapid 

imbibition, that would otherwise occur in the absence 
of PEG encapsulation. Capsules take up to 8 hours to 
dissolve when placed on agar gelled mediiun. 

Various adjuvants may be added to the PEG to 
40 assist in seedling establishment. Such adjuvants may 

include a carbon, source such as sucrose or glucose, 
etc., (myo-inositol was found to be least resistant to 



1660 



43 



PCr/CA92/00549 



caramelizing during prolonged heating with higher 
melting point PEG), activated charcoal, Psilium seed 
powder to bind water after rehydration, fvmgicides and 
insecticides added in powder form, microorganisxas, 
organic energy reserves and enzymes such as starch and 
a-amylase (capsules may be surrounded by other 
polymers, such as gelatin, or mixed with insoluble 
waxes, both of which would perhaps give a slow timed 
release of embryos from the capsules) , ausiino acids 
(e.g., glycine), plant growth regulators. An example 
of the encapsulation method of the present invention is 
outlined below. 

Moulds were prepared by drilling shallow wells 
into a 4 mm thick sheet of silicone rubber (other types 
of mould may be suitable) . Prior to use for 
encapsulation, the rubber mould was sterilized with 
alcohol, then evaporated dry. 

PEG 6000, 4000, and 1000 and an equal mixture of 
4000:1000 have been tested, PEG 1000 being preferred. 
PEG was heated to above melting point. The molten PEG 
was heat sterilized by maintaining it at its boiling 
point, or just below, for at least 1/2 h. PEG should 
be cooled to just above its melting point prior to 
embryo encapsulation. One of the key elements of the 
encapsulation method is to assure that the embryos are 
encapsulated with the non-hydrated water soluble 
compound at a temperature slightly above the melting 
point of the non-hydrated water soluble compound so as 
to provide rapid solidifying of the coating to yield 
hardened capsules containing the embryos. 

. . A small drop of PEG was first added to the wells 
of the mould. Somatic embryos, desiccated slowly to 
low moisture content at a r.h. of 63%, were removed 
from the filter paper supports and placed singly in the 
wells, and a drop of molten PEG added to enclose the 
embryo. The volume of the synthetic seeds was 
approximately 30 fxl. After the PEG had solidified the 
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encapsulated desiccat:ed embryos were removed from the 
mould and stored at room temperature , or in the 
freezer. For germination^ the synthetic seeds were 
placed on filter papers placed on solidified plantlet 
regeneration medium. Siursrival following encapsulation 
is 93%. After one week in the freezer, the same batch 
had. survived at freq[uency 83%. Normal plant lets have 
been recovered. Recovery of plantlets after planting 
the capsules directly in soil has not yet been tested. 
DEgCRIPTION OP PREFERRED EMBODIMENTS 

Study of the effects of a non-plasmolvsing induced 
moisture stress on the maturation and desiccation 
suirvival of white spruce somatic embrvos and 
determination of lipid composition of matured and 
15 desiccated embryos 

A. MATURATION AND DESSICATION. 
Source of material and culture media 

The white spruce (line WSl)- liquid culture was 
initiated and maintained on basal medium (BM) as 
20 reported previously (Attree, Dunstsui and Fowke, 1989; 

Attree et al. , 1990) . 

The BM used for maintenance was that of von 
Arnold and Eriksson (1981) , and also contained 1% 
sucrose, 9 /zM 2 , 4-dichlorophenoxy acetic acid (2,4-D) 
25 and 4.5 benzyladenine (BA) . The matxiration medium 

consisted of ha If -strength BM containing 90 mM sucrose 
and 16 tO/L (±) ABA (Sigma, product number A 2784) 
solidified with 0.8% agar (Difco Bitek) • A stock 
solution of ABA was filter sterilized and added to 
30 cooled medium after autoclaving. The plantlet 

. regeneration medivm* consisted of half -strength BM with 
60 mM sucrose 0.6% agar and lacked plant growth 
regulators (PGRs) . All of the above media were 
adjusted to pH 5.7. Plastic Petri-dishes (10 cm) 
35 containing 15-20 ml medium were used. Dishes were 

sealed with Parafilm (American Can Co.) and cultures 
were incubated at 25*'C. Osmotic potentials of media 
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were determined using a vapour pressure psychrometer 
(model no. 5130, Wescor Inc., Logan, Utah) due to its 
greater accuracy with PEG solutions (Michel and 
Kaufmann, 1973) . 

Rnmatlc embrvo mat uration and mild desiccation 

Maturation of somatic enibryos was carried out 
using methods modified from Attree et al. (1990). 
Suspension cultured somatic embryos were washed and 
resuspended (20% w/v) in half -strength PGR-free BM 
containing 3% sucrose, to remove the previous PGRs, 
then 0.75 ml aliquots were pipetted onto filter paper 
supports (Whatman no. 2) on the surface of maturation 
mediiam. The supports facilitated subsequent transfers 
to fresh media. To determine the mean niimber of 
15 somatic embryos plated, 10 ^1 samples of the 20% 

suspension were stained with acetocarmine (B.D.H.) and 
counted (repeated 15 times) . The plated somatic 
embryos were maintained on the maturation medium for 4 
weeks in the dark. To test the effect of increased 
20 osmoticum, the following concentrations of PEG-4 000 

(Fluka AG) were included in the maturation medium; 0, 
2.5, 5.0, 7.5 and 10% (w/v) (25 replicates per 
treatment) . Maturation frequencies per treatment were 
calculated as the percent mean niamber of somatic 
25 embryos that matured to normal- looking cotyledonary 

embryos. Maturation frequency results are shown in 
Figure l (± confidence limits, P = 0.05). 

The application of PEG-4000 in the presence of 
16 MM ABA for 28 d promoted the maturation of white 
30 spruce somatic embryos (Fig.l) . The mean niimber of 

immature somatic embryos plated per replicate was 560, 
and maturation results are based upon a total of 4087 
mature embryos recovered. The optimal PEG 

concentration was within the range of 5.0 - 7.5%. PEG 
35 at 7.5% led to a threefold increase in the maturation 

frequency, compared to the control, giving an overall 
mean maturation frequency of 9%. In addition, 



46 



matxiration in the presence of 5% PE6 or greater led to 
the absence of sustained embryogenic callus 
proliferation, which occurred in the O and 2*5% PEG 
treatments despite the presence of ABA. 

In preliminary experiments sucrose was tested at 
6 and 9%. Visual comparisons showed that 6% sucrose 
yielded lower maturation frequencies than 3% sucrose 
alone, while 9% sucrose led to no growth; therefore, 
elevated sucrose was not tested further. The osmotic 
potential of the PEG media decreased non-linear ly, 
falling less sharply at the higher concentrations 
tested (Fig. 1) • The osmotic potential of the 7.5% PEG 
maturation medium (which also contained media salts and 
3% sucrose) was -0.7 MPa; equivalent -to the osmotic 
potential of maturation medium containing 9% sucrose. 
The osmotic potential of -0.61 MPa for maturation 
medi\im containing 5% PEG was approximately equivalent 
to that containing 7% sucrose. 

Determination of moisture content and dry weight q-f 
mildly desiccated mature somatic embrvos 

Somatic embryos from various PEG treatments were 
weighed (hydrated weight)^ dried in an oven at 60«>C for 
3-4 d then their dry weights recorded. The dry weights 
were used to determine the moisture contents of the 
iflildly desiccated somatic embryos. Measurements were 
repeated 6 to 12 times depending on the availability of 
somatic embryos, and 20 somatic embryos were used per 
replicate. Zygotic embryos were also dissected from 
unimbibed mature seed, weighed, imbibed in distilled 
water, then weighed again (repeated three times with 40 
embryos per replicate) . - The hydrated (somatic) 
unimbibed (zygotic) and dry weights were used to 
determine the moisture contents of the zygotic and 
somatic embryos. 

As it can be seen in Figure 2, the dry weights 
of mature, mildly desiccated somatic embryos increased 
with increasing PEG concentration, while moisture 
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contents decreased (± confidence limits, P = 0.05). 
Dry weights of PEG treated somatic embryos increased 
from 0.17 to 0.27 mg per embryo. Zygotic embryos 
possessed dry weights of 0.15 ± 0.01 mg per embryo. 
5 Hydrated somatic embryos matured with PEG had mean 
moisture contents prior to further desiccation of 41- 
45%. The controls by comparison, possessed mean 
moisture contents of 57%. 

r.^^ ^-^^^^.■r^i.^nr^ , j^^^^ y r*c.<.in.r.»^±nry to low moisture 

10 r^nn^ient. «n<^ plani -i«>t-, regeneration 

To determine the effects of PEG, ABA, and 
secondary desiccation to low moisture content on 
somatic embryo survival and plantlet regeneration, i.e. 
desiccation tolerance, somatic embryos matured with or 
15 without 7.5% PEG were treated as follows (repeated five 
times per treatment): directly germinated; given a 
post-maturation treatment (no ABA, see below) and then 
germinated; given a post-maturation treatment, 
secondary desiccated at 81% r.h. (see below), then 
20 germinated; or secondary desiccated directly (i.e. no 

post-maturation) then germinated (see Table 3). 
Post xnatur-atlion 

Post-maturation was achieved by transferring 
whole somatic embryo cultures, by their filter-paper 
25 supports, onto plantlet regeneration medium (which 

contains no ABA) for 14 d in the dark, as described 
previously (Attree et al., 1990). Post-maturation of 
cultures matured with PEG was carried out using 
plantlet regeneration medium containing the same PEG 
30 concentration as that for maturation. 

. Slow secondary desic cation 

The effect of PEG on desiccation tolerance was 
tested by subjecting 4 week matured somatic embryos 
from all PEG concentrations to the 81, 63, and 43% r.h. 
35 environments (repeated 7 to 15 times per treatment) . 

Secondary desiccation to different degrees of 
moisture content was accomplished by transferring 
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matiired soinat:lc embryos through" a series of 
environmen-ks of progressively lower r.h. as described 
by Senaratna et al. (1989) . The following saturated 
salt solutions contained in desiccators were used to 
generate the respective r.h. (NH^)2S0^, r.h. 81%; 
NH^NOg, r.h. 63%; KjCOg, r.h. 43%. Matured mildly 
desiccated somatic embryos were transferred on their 
filter paper supports to unsealed Petri dishes which 
were then placed within the 81% r.h. desiccator. For 
r.h. below 81%, Petri dishes containing the cultures 
were tremsferred successively to the lower r.h. 
desiccators at 3-4 d intervals to reduce the 
desiccation rate. All cultures were maintained for a 
minimum of 7-10 d at the final required r.h. Total 
secondeory desiccation treatment times were 14 d. 

Following secondary desiccation, unimbibed and 
imbibed somatic embryos had moistiire contents in the 
range 20-31% and 56-65%, respectively (Table 3). Mean 
moisture contents directly following the 81% r.h. 
treatment were marginally higher than those following 
the 43% r.h. treatment, and closely approximated those 
for unimbibed zygotic embryos. Somatic embryos from 
th.e different osmotic treatments had similar moisture 
contents after secondcury desiccation. The controls 
matured without PEG iinderwent the greatest moisture 
loss during secondary desiccation. Imbibed zygotic 
embryos had moisture contents of 62% and imbibed 
somatic embryos had moisture contents of 56-65%. 
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TABLE 3 



Moisture content (% ± confidence limits, P = 0.05) 
of desiccated unimUibed, and desiccated xmbxbed 
white spruce somatic and zygotic embryos. 
Tbe somatic embryos were matured in different PEG 
concentrations (%) then given a 43 or 81% 
relative humidity desiccation treatment. 



Somatic 
PEG concentration (%) 





Zygotic 


r.h. 

(%) 


0 


5 


7.5 


Unimbibed 


32.5+3.0 


81 


25.7+9.9 


29.4±3.0 


31.2+6.9 






43 


21.9±10-5 


20.1+3.7 


27.8+8.7 


Imbibed 


61.9±3.1 


81 


58.0+10.8 


64.7+4.1 


61.5+4.9 






43 


59.1±9. 1 


56. 6±5.0 


59.1±2.4 



Plantlet reaeneT-a-fcion followin g slow secondary desiccation 
Plantelet generation was studied from white 
spruce somatic embryos matured for 28 days with 16 and 
5.0% PEG. Somatic embryos desiccated to low moisture 
contents were imbibed in the Petri dishes by flooding the 
filter paper supports with licfuid plantlet regeneration 
medi\am. The dishes were then sealed with Parafilm and 
placed under low light [2 W m""^ , 12 h photoperiod, 20 W 
cool-white fluorescent lamps (Westinghouse) ] . Those that 
survived and commenced development to plantlets were 
scored and transferred to fresh solidified plantlet 
regeneration medium 7-14 d after rehydration. 
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Somatic embryos which were not given a secondary 
desiccation treatment were separated individually from the 
cultures following the maturation/postmaturation 
treatments. They were placed horizontally on fresh 
5 plantlet regeneration medium, and maintained at low light 

intensity (as above) . 

0, 5.0 and 7.5% PEG matured somatic embryos from 
the 81 and 43% r.h. treatments were weighed (unimbibed 
weight) , imbibed for 5 h with germination medium, then 
10 gently blotted and weighed again (imbibed weight) , prior 

to determindLng the dry weights. These measurements were 
repeated three to six times per treatment with 20 somatic 
embryos per replicate. 

Post-maturation and slow secondary desiccation 
15 The appearance of mature somatic embryos and 

regenerated plantlets is shown in Fig. 3. All secondary 
desiccation treatments led to somatic embryos of a dry and 
shrun]cen appearance as shown in Figure 3 A (bar: 2mm) . 
After the application of liquid medium, somatic embryos 
20 imbibed water, and within 2 h had regained a swollen 

appear-ance (Fig. 3B) . Survivors placed under low light 
developed into plantlets within 7 d as seen in Figure 3C 
(bar: 5 mm) . The timing of the slow secondary desiccation 
treatment was critical (Table 4) . 
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TABLE 4 



Overall effects of maturation treatment 
(16 MH ABA ±7.5% PEG for 28 d) , ABA-free 
post-maturation (14 d) , and 81% relative humidity 
secondary desiccation treatment (14 d) on white 
spruce somatic embryo survival and plantlet regeneration. 



ABA I'mild 
desiccation 
maturation 
treatment 


ABA-free 
post-maturation 


Fresh (F) 
severely 
desiccated 


or 

<D) 


Plantlet 
regeneration 


PEG absent 


No 


D 




Poor 




No 


F 




+ 




Yes 


D 








Yes 


F 




+ 


7.5% PEG 


No 


D 




+ 




No 


F 








Yes 


D 








Yes 


F 




Poor 



(+) Plantlets regenerated; (-) no embryo survival. 



Somatic embryos initially survived the 81% r.h. 
treatment only if the treatment was applied directly 
5 following transfer of the somatic embryos from the ABA 

maturation media (with or without PEG) • Hence, when 
somatic embryos matured with 7.5% PEG were further 
desiccated directly, somatic embryos developed to 
plantlets. PEG-matured somatic embryos did not develop 
10 further in the absence of secondary desiccation treatment 

but swelled and became vitrified. As it can be seen in 
Figure 3D, the axes of the somatic embryos have failed to 
elongate normally, the plantlet is vitrified, and the root 
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is necrotic (bar*: 3 mm) . Those PEG ixia€iired embryos given 
post-maturation instead of secondary desiccation developed 
to plantlets with swollen bases and no roots • Thus , 
normal regeneration of PEG matured embryos occurred only 
5 if the embryos were subsequently desiccated to low 

moisture contents. Furthermore,, secondary desiccation 
following post-maturation in the absence of ABA (with or 
without PEG) was lethal to all embryos. 

Effect of s low secondary desiccation upon filter pap ^-r 
10 supports 

Somatic embryos survived secondary desiccation 
- at high frequency when the embryos were desiccated while 
retained as whole callus on the filter paper supports and 
placed in an unsealed petri dish in an 81% r.h. 
15 environment. Also, it was noted that somatic embryos did 

not survive secondary desiccation in an unsealed petri 
dish placed in an 81% r.h. environment, if they were 
removed from the main callus and filter paper supports. 
As slower desiccation occurred in the former, then these 
20 experiments suggested that somatic embryos were intolerant 

to rapid desiccation to low moisture contents. However, 
it was subsequently found that somatic embryos can survive 
rapid secondary desiccation to low moisture contents; 
furthermore,, when somatic embryos matured for 8 weeks with 
25 16 fjtK ABA and 7.5% PEG were separated from the main callus 

but placed on the same filter paper beside the whole 
callus, somatic embryos survived slow secondary 
desiccation (81% r.h.) at high frequency, but recovered 
plantlets were abnormal - the embryos did not elongate 
30 normally, but remained stunted. This was overcome if the 

mature somatic embryos were removed from the callus and 
washed in culture medium containing ABA and PEG, then 
placed on filter paper moistened with the same medium, 
prior to fxirther desiccation. 

35 
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Survival and plantlet regeneration follovina secondary 
slow desiccation to low moisture contents 

Table 5 shows that somatic embryo survival and 
plantlet regeneration generally diminished with increasing 
severity of the secondary desiccation treatments for 
somatic embryos matured for only 4 weeks. 



10 



15 



TABLE 5 



Regeneration (%j:s.e.) of plantlets from white spruce 

somatic embryos that were matured in the presence of 
different % concentrations of PEG (all with 16 /iH ABA) , 
then further desiccated in climates of different % relative 

hmaidity (r«h«) 



PEG concentration (%) 



r.h* 

(%) 0 2.5 5.0 7.5 10 



81 44.3±7.8 61.9+10.2 35. 2+7 ,2 33.9+6.6 37.6+10.1 

63 34.5+11.6 21.9±7.4 28.3±8.1 17.3+4.1 12.6+4.8 

43 8.3+8.2 9.9+8.9 7.9+4.5 8.6+4.6 0.2+0.2 



oi iDOTriTi i-rc: oucrtrr 
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Controls (no PEG treatment or secondary 
desiccation) developed to plantlets at a frequency of 43% 
(s.e. + 12%). The inclusion of PEG during the maturation 
phase did not greatly inf luence the desiccation survival 
5 of the somatic embryos; however, results within treatments 

were very variable. Highest mean survival and plantlet 
regeneration at 81% r.h. occxurred with the 2.5% PEG 
matured somatic embryos (62%) . Survival of the other 
osmotic treatments was within the range 34-44%. Following 
10 the 43% r.h. treatment, survival was less than 10% for all 

osmotic treatments, and less than 1% for the 10%-PEG 
matured embryos. Although somatic embryos matured without 
PEG regenerated to plantlets, often these were aberrant, 
especially following the more severe secondary desiccation 
15 treatments of low r.h. For example, rooting was retarded, 

not all cotyledons elongated, and hypocotyls were often 
curled following elongation. It was also observed that 
the somatic embryos matured without PEG did not remain 
quiescent after transfer from the ABA media, but greened 
20 and underwent precocious germination during the first few 

days of the secondary desiccation treatment. Somatic 
embryos from the other osmotic treatments remained 
quiescent throughout secondary desiccation. 
Effect of culture time on tole r ance to slow and rapiri 
25 secondarv desiccation 

It was of interest to examine whether these 
somatic embryos were tolerant to rapid secondary 
desiccation, such as drying on the lab bench at ambient 
r.h. Bench drying is simpler to perform than drying in 
30 controlled environments. it was also of interest to 

determine if there was" a particular maturation period that 
was optimal for survival. Therefore, somatic embryos 
matured for 4, 5, 6, 7 and 8 weeks on meditim containing 16 
UK ABA and 7.5% PEG, were each transferred on their filter 
35 paper supports either to sterile petri dishes, which were 
left unsealed on the lab bench for three days or 50 to 81% 
r.h. desiccator for slow drying for 2 weeks. The ambient 
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r.h. was about 35% during the time of the air drying 
experiments, and the laboratory temperature was 2 0-2 5 ^C. 
10-17 replicates were prepared per treatment. After 
secondary desiccation, the somatic embryos were hard and 
5 dry. Somatic embryos were then imbibed as before with 
half strength PGR free medium and scored for plantlet 
regeneration after 2-3 weeks. Results (+ standard errors) 
are shown in Figure 15. 

It can be seen from Figure 15 that somatic 

10 embryos survived slow secondary drying treatments after 4 

weeks of maturation, and regenerated to plantlets at a 
frecjuency of about 60%. This frequency improved slightly 
further following 6, then 8 weeks maturation, achieving in 
the order of 8 0% plantlet regeneration. Somatic embryos 

15 matured for just 4 weeks then further dried more rapidly 
at ambient r.h., did not regenerate to plantlets. Often 
with these embryos, the root meristem survived and 
developed a root, but the shoot apex had died, so remained 
white and did not elongate. Rapidly air dried somatic 

20 embryos were capable of regenerating to plantlets after 5 

and 6 weeks maturation, but at low frequency (less than 10 
and 25% respectively) . By the 7th week of maturation 
these somatic embryos survived and regenerated to 
plantlets at a frequency of just over 60%. Thus, from 

25 this graph it is clear that optimal desiccation tolerance 

to drying to low moisture levels is achieved after a 
minimum of 7 weeks of maturation in the presence of ABA 
and non permeating osmoticum. The quality of the 
regenerated plantlets following the rapid secondary drying 

3 0 treatment was good, and it appeared that root elongation 

often appeared earlier and was. more vigorous following 
rapid drying. 



35 



^93116eOA2J^ 



SUBSTITUTE SHEET 



wo 93/11660 PCT/CA92/00549 

-56- 



Evaluation of the molecular size threshold of solutes for 
promoting maturation of white spruce somatic AmHTY^** 
during primary treatment of mild desiccation and 
maturation 

5 In order to determine the effective molecular 

weight and size range of solutes that promote the 
maturation of immature white spruce somatic embryos, they 
were matured in half-strength LP maturation medium 
containing a range of different solutes of differing 
10 molecular weight. Five replicates were prepared per 

treatment^ and treatments were repeated twice. All media 
contained 20 fM ABA and a base level of 3% sucrose. The 
supplemented solutes were included at 7.5% (w/v) which was 
therefore, additional to the 3% base level of sucrose. 
15 The treatment time was 9 weeks. The sucrose, mannitol, 

and PEGS 200, and 400 treatments were also tested at 2.5 
and 5% (w/v) , but as these concentrations did not result 
in recovery of any mature embryos, results for these 
concentrations are not presented. Similarly, PEG 8000 led 
20 to poor maturation as this solute prevented effective 

gelling of the medium. The somatic embryos remained wet 
throughout the maturation treatment which led to poorly 
formed embryos at low frequency. Therefore, results for 
PEG 8000 are excluded here; however, PEG 8000 was tested 
25 In a liquid flow bloreactor where It effectively promoted 

maturation (see later) . For all treatments, only normal 
looking cotyledonary stage opaque white embryos were 
scored and used for lipid analyses. Levels of lipid 
trlacylglycerols (TAGs) were analyzed as described later 
30 and results provided are means of two replicates. 

A low recovery of mature control (no PEG) 
somatic embryos was recorded. Many more mature embryos 
were Initiated In this treatment but the majority 
underwent precocious germination during later phases of 
35 the treatment, so were not scored or used for lipid 

determinations . It can be seen from Table 6 that the 
molecular weight of PEGs capable of promoting maturation 
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is initiated at the 600-1000 molecular weight range. PEGs 
of 200 and 400 were toxic and no callus growth was 
observed throughout the maturation treatments, similar to 
the mannitol and sucrose treatments. PEG 600 was somewhat 
toxic; the mean number of mature embryos recovered was 
similar to the control in the absence of any precocious 
germination, and lipid levels were lower than control 
levels. PEGS of greater than 1000 were the more effective 
at promoting maturation. PEG 1000 led to recovery of a 
large nxamber of mature somatic embryos. Visual comparison 
showed these embryos were smaller than other effective 
treatments, giving a high % DW of TAG, but lower total 
lipid content. Visual comparisons of their tolerance to 
further desiccation to lower moisture levels (at 81% r.h.) 
and development to plantlets, showed a variable response 
among replicates; furthermore the guality of regenerated 
plantlets was more variable than with the higher molecular 
weight osmotica. Thus, it is likely that PEG 600 and to 
a lesser extent PEG 1000, do slowly penetrate the cell 
walls of the somatic embryos. It therefore appears that 
the threshold molecular size of osmotica that effectively 
promotes maturation is in the region of 3 0-35 A, and it is 
considered that this is achieved due to their exclusion 
from entering the cell through pores in the cell walls, so 
exerting a non toxic moisture stress. 
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TABLE 6 



Comparxson of the effect of molecular weights and 
molecular sizes of solutes, at 7.5% concentration 
wxth 20 /zM ABA, on maturation response (mature embr"v 
per replicate + BE, and lipid contents) of white 
spruce somatic embryos. 



Solu-te 


Molecular 
weight 


Molecular 
size (&) 


Ma-ture 
enbryos 
per 
replica'te 


TAB (% 
embryo 
DW) 


TAG (mg) 
per 
embryo 


Control (3% 
sucirose) 


342 


10 


6+1.0 


24.4 


201 


Sucrose 


342 


10 


0 






Maimitol 


182 


8 


0 






PEG 200 


- 200 


< 30 


0 






PEG 400 


- 400 


< 30 


0 






PEG 600 


- 600 


< 30 


8 . 2+2 . 6 


22.3 


123.8 


PEG 1000 


> 950 


> 30 


44.6+5.5 


34.8 


201.0 


PEG 4000 


> 3000 


> 30 


31.5+2 .6 


31.1 


250.5 


Dextran 
6000 


- 6000 


> 30 


17 . 0+2 . 6 


28.8 


260.0 


Dextran 
80,^000 


- 80,000 


> 30 


16.2+1.9 


25.9 


213.2 



* From Carpita et al. 1979. 



10 



Maturation of precultured whii- e sprues, somatic ^ynV^^y r.^ 

A one week old white spruce suspension culture, 
previously grown- in liquid medium containing lo nK 2,4-D 
and 5 m BA was collected by filtration. The somatic 
embryos were rinsed in growth regulator free liquid 
medium, 3-6 g of somatic embryos were transferred to a 
fresh 250 ml flask containing 50 ml of half strength 
liquid medium (1% sucrose) containing 5 nK BA with or 
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without auxin reduced by 1/10. The soiaatic embryos were 
then cultured for 1 week* After this time they were again 
collected by filtration, and a 20% suspension (w/v) of 
somatic embryos was prepared in fresh BA containing 
5 medium. This was inoculated (0.75 ml alic[Uots) onto 
filter paper supports overlaying maturation mediiim. The 
embryos were then cultured following the description 
above. Both the pretreatments enhanced maturation 
substantially and can be said to have a synergistic effect 
10 with PEG/ ABA treatments on maturation frequencies. 
Inclusion of low auxin was beneficial. 

Maturation of white spruce somatic embryos using a 
continuous flow, solid-support bioreactor 

A bioreactor was fabricated out of a high 

15 density plastic container IS x 21 x 6 cm, with air tight 

lid. One entrance and one exit port were situated at 
opposite corners of the chamber base. The inside base on 
the chamber was overlayed with a cotton-wool pad, on which 
was placed a filter paper support (Whatman no X; cut to 15 

20 X 21 cm) . Liquid maturation medium (half strength LP 

medium with 7.5% PEG 8000, 3% sucrose and 20 jLtM ABA) was 
supplied from a 8 L vessel containing 4 L of culture 
medium. The whole apparatus was autoclaved. The 
Bioreactor retained approximately 450 ml of liquid medium 

25 within the cotton pad. Culture medixam was pumped through 

the bioreactor chamber at a flow rate of 20 ml per h. , for 
3 h per day. This provided the equivalent to 

approximately one full medium change per week. Suspension 
cultured immature somatic embryos were inocculated onto 

30 the filter paper support as a 20% suspension (w/v) in 

growth regulator free medium. Approximately 10-15 ml of 
suspension was distributed over the filter-support 
surface. The system was run for 7 weeks. The filter 
paper supporting the mature mildly desiccated somatic 

35 embryos was then removed, and cut into smaller* pieces for 

easier handling. The mature embryos were then further 
desiccated to low moisture contents either on the supports 
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in an environment of 63% r,h. for two weeks then imbibed 
in half strength hormone free medium^ or air dried and 
analyzed for storage lipid (TAG) . Lipid analyses were 
conducted as described in section B of preferred 
5 embodiments, using two replicates of 100 embryos each. 

Somatic embryos underwent maturation within the 
bioreactor chamber yielded high quality mature ' embryos . 
The embryos had well developed cotyledons. The bioreactor 
yielded approximately 500 mature embryos of this quality. 
10 It is expected that this number cam be improved with 

optimizing of the conditions within the bioreactor, and 
the size of the bioreactor itself can be increased if 
desired. The lipid levels are shown in Table 7 and these 
levels compare favourably to the levels observed in 6-8 
15 week somatic embryos matured on agar medium. The somatic 

embryos survived further desiccation at high frequency and 
germinated virogously into normal looking plantlets. 
Thus, using this method, large numbers of embryos of 
excellent quality have been produced with minimal cost and 
20 manipulation. Using this method it is possible to slowly 

increase ABA and/ or osmotic concentrations over the first 
few days of maturation, and similarly to modify their 
concentrations prior to conclusion of the production run. 
However , it is envis aged that levels o f ABA wi 11 be 
25 maintained at a substantially constant level throughout 

the majority of the maturation period. As the medium is 
supplied regularly while spent medium is removed, it may 
also be possible to provide a modified culture medivm with 
more suitable levels of nutrients than are presently 
30 provided by agar cultures. Additionally osmotic and ABA 

concentrations may need to he re.-optimized. It is to be 
noted that other combinations of flow ratio and flow times 
of the medium can be used efficiently. 
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TABLE 7 



Characteristics of white spruce somatic embryos matiired 
for 7 weeks in a continuous flow, 
solid support bioreactor. 





% DW Of 

TAG 
(FAMES) 


TAG 
(FAMES) 
iltg per 
embryo) 


TA6/TL % 


Plantlet 
regeneration 
frequency 
(%) 


0.56 


25.2 


140 


75.95 


84.4 



Desiccat:lon of black and Norway spruce soinat:ic embryos 

Soinat:ic embryos of white spruce, Norway spruce 
and black spruce have been matured and desiccated to a low 
5 moisture contents and regenerated to plantlets using these 

methods. The conditions found suitable for white spruce 
were tested on Norway and black spruce. Thus, suspension 
cultured black and Norway spruce somatic embryos were 
washed in growth regulator free medium, and a 20% 

10 suspension (w/v) was prepared in fresh growth regulator 

free medium. Aliquots (0.75 ml) were pipetted onto half 
strength culture medium containing 7.5% PEG 4000 and 16 
(±) MM ABA. The somatic embryos were matured for 4 weeks 
then further desiccated on their filter paper supports in 

15 an environment of 81% r.h. for 2 weeks. The Norway and 

black spruce somatic embryos survived and regenerated to 
plantlets at frequencies of about 35 and 65%, 
respectively. It is likely that these values could be 
improved further following optimization of the ABA and 

20 osmotic concentrations, and increasing the length of the 

maturation period to at least 7 weeks. Norway spruce 
somatic embryos survived at lower frequency, however, the 
culture was not well established in suspension culture 
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which was only_3 weeks old, so overall maturation was 
poor. Suspension cultures usually recjuire up to 3 months 
establishment before embryos tindergo effective maturation. 
B. DETERMINATION OF LIPID COMPOSITIONS OF MATURED AND 
5 DESICCATED WHITE SPRUCE SOMATIC EMBRYOS, 

Somatic embryo maturation 

Maturation of the immature suspension cultured 
white spruce somatic embryos (line WSl) was carried out 
using the methods described previously in A. 
0 Experiments were set up to observe the effects 

of different culture conditions on somatic embryo lipid 
biosynthesis. Control somatic embryos were matured for 4 
weeks on maturation medixim containing 16 /xM ABA (+ 
racemic, product number A 2784; Sigma, St Louis ^ USA). To 

> observe the effects of osmoticum, PEG-4000 (Fliika AG) was 
included in the maturation medium at concentrations of 
2,5, 5.0, 7.5, and 10% (w/v) ^ all with 16 ^K ABA. Somatic 
embryos were maintained on these media for 4 weeks in the 
dark prior to lipid analysis. 

► To test the effect of culture time on lipid 
biosynthesis somatic embryos were maintained on maturation 
medium which contained 16 /iM ABA and 7.5% PEG, for 2, 4, 
6, or 8 weeks prior to lipid analysis. Cultures that were 
matured for longer than 4 weeks were transferred to fresh 
medium after this time. The lipid contents of immature 
somatic embryos from suspension culture were also 
determined. 

Investigations were conducted to observe the 
effects of different ABA concentrations, in the presence 
of PEG, on lipid biosynthesis. Somatic embryos were, 
therefore, maintained on maturation medium containing 7.5% 
PEG and 12, 16, 24, or 32 /zM ABA for 8 weeks. To observe 
the effects of slow secondary desiccation on lipid 
biosynthesis, somatic embryos matured in these treatments 
5 were also transferred into an environment of 81% r.h., as 

described previously to achieve further desiccation to low 
moisture levels. Matxired somatic embryos were transferred 
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on their filter-paper supports to unsealed Petri-dishes 
which were then placed within the 81% r.h. desiccator. 
Total secondary desiccation treatment time was 2 weeks. 
Somatic embryos were analyzed for lipid after imbibing in 
5 liquid medium for 1-2 h, in order to free them from the 

filter-paper supports. Results were compared to those of 
somatic embryos matured under the same conditions but not 
fxirther desiccated. 

For comparisons with somatic embryos, zygotic 

10 embryos were dissected from the megagametophytes of mature 

seeds after they had been imbibed for 16 h in distilled 
water. In addition, whole seed was analyzed for lipid. 
Plantlet regeneration 

Following maturation and further desiccation 

15 white spruce somatic embryos intended for further culture 
were imbibed in liquid plantlet regeneration medium, using 
a method modified slightly from the method described 
previously in A. , in order to reduce the rate of water 
uptake. Thus, instead of flooding the liquid medium 

20 directly onto the somatic embryos, 1-2 ml was added to the 

petri-dishes which were then maintained on a slope with 
the filter-paper carriers dipped into the liquid. The 
medium was first absorbed by the filter-paper and conveyed 
to the somatic embryos. After imbibition, somatic exabryos 

25 were maintained under low light intensity as described 

before. One week later regenerating plantlets were 
separated and cultured individually. They were placed 
horizontally on fresh plantlet regeneration medixim, and 
maintained at the same low light intensity. Four weeks 

30 after imbibing, they were analyzed for storage lipid and 

the results compared to. those of fully expanded zygotic 
seedlings derived from embryos dissected from the 
megagametophytes of mature seed and grown in vitjro for 4 
weeks . 

35 Lipid analysis 

The whole white spruce seeds, isolated zygotic 
embryos, somatic embryos from the various treatments, and 
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regenera-ted plantlets and zygotic seedlings were counted, 
blotted dry, and fresh weights determined. The samples 
were then placed in an oven at 80 •C for 24 h and dry 
weights recorded. Lipids were extracted from fresh 
5 tissues by the hexane/isopropane method of Hara and Radin 
(1978) , after first placing the samples in boiling 
isopropane for 10 min. TAGs were separated from total 
lipid extracts by thin layer chromatography using HPTLC- 
Fertigplatten Kieselgel 60 plates (Mandel Scientific Co., 
10 Toronto, Canada) . Plates were developed in a solvent 

system containing petroleum ether: diethyl ethers acetic 
acid C82:18rl). TAGs were identified using authentic 
standards and scraped from the plates using a razor blade. 
Fatty acid methyl esters (fames) were prepared from TAGs 
15 and total lipid extracts, as previously described (Pomeroy 

et al. 1991) . Sample sizes consisted of 50-180 somatic or 
zygotic embryos, 25 whole seeds, and 5 zygotic seedlings 
or regenerated somatic plantlets. Each lipid extract 
sample was divided into 2-3 replicates for analysis, and 
20 experiments were repeated three times. Results shown are 

means of one experiment. 
Microscopy 

Somatic and zygotic embryos of white spruce were 
prepared for transmission electron microscopy (TEM) 

25 according to previously published methods (Fowke 1984) . 

Mature dry seeds were imbibed in tap water for 16, or 65 h 
prior to zygotic embryo removal and fixation. Somatic 
embryos desiccated to low moisture contents were rapidly 
istbibed by complete immersion in liquid plantlet 

30 regeneration medium for 2 h prior to fixation. Somatic 

CTibryos were first cut longitudinally to ensure subsequent 
penetration of fixatives and resin. Thick sections (i.e., 
1 tm) were cut from the same plastic embedded material and 
stained with toluidine blue (1% w/v in 1% borax solution) 
35 for observations by light microscopy. 
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RESULTS 

A. Lipid composition 

Fatty acid compositions were determined for both 
TL and TAG, but since values were similar throughout, only 
5 TAG fatty acid compositions are provided with the 
exception of the data for zygotic embryos and seeds 
(Table 8) . 
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TABLE 8 



A, TXf (fatty acid methyX esters (fames) ) and 
TAG (fames) contents, and B, fatty acid 
compositions, of white spruce mature vhole seed and 
isolated zygotio embryos. 



A 





TI. 




TAG 




TAG/ 
TL % 


i 


fig ( indivi- 
dual) """^ 


V d wt 


ficf (indivi- 
dual) ""^ 


% d wt 




Seed 


688.0 


29 


372.0 


16 


54 


embryo 


62.0 


51 


44 .0 


36 


71 


B 




Patty 


acid composition of TL 


and TAG fsfe) 






16:0 16:2 


18:0 l8:x 


18:1*^ 18:2 


18:2^ 18:3 


3:C-20,22° 




Tli 2^4 0.2 


1.3 15.8 


4.5 45.0 


29.6 0.2 


1.1 


seed 














TAG 2.7 0.2 


1.3 16.9 


4.7 42.8 


28.6 0.2 


2.4 


embryo 


TL 5.1 1.0 


1.6 18.4 


3.3 48.9 


20.7 0.3 


0.8 




TAG 4.9 0.9 


1.6 19.5 


3.0 49.1 


19.4 0.60 


0.9 



Double bond in the C-7 position instead of the C-9. 

Double bonds at the C-5 and C-9 positions instead of the C-9 and 
C-12 -positions. 



^ Represents the sum of all identified C-20 and C-22 fatty acids. 
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Zvaotic embryos and seeds 

A large proportion of the dry weight of zygotic 
embryos was due to lipid (Table 8A) . They consisted of 
51% TL by dry weight, 3 6% of the dry weight (16% imbibed 
5 fresh weight; not shown) was attributed to TAG; therefore, 

the ratio of TAG to TL was 71%. Isolated zygotic embryos 
contained only about 12% of the TAG present in whole seed. 
Thus, TAG was distributed between the megagametophyte and 
the zygotic embryo at a ratio of 7.5 : 1, respectively. 

10 The low % dry weight value of lipid from whole seed 
compared to isolated zygotic embryos was due in part to 
the inclusion of the seed coats during analysis. The 
fatty acid analysis of TL and TAG for isolated zygotic 
embryos and whole seeds showed that the compositions were 

15 similar (Table 8B) . The predominant fatty acids in both 

zygotic embryos and whole seeds of white spruce were two 
separate molecular species of 18:2, comprising around 70% 
of total fatty acids. The most abundant species of 18:2 
in both embryos and seeds has double bonds at the usual C- 

20 9 and C-12 positions (a9,12). However, an unusual 18:2 

fatty acid with double bonds at the C-5 and C-9 positions 
(a5,9) comprised 20-30% of total fatty acids. The total 
content of 18:1 was about 20% of total fatty acids, with 
around 80% of the 18:1 with the double bond at the C-9 

25 position. The 16:2, 18:0, 18:3, and longer chain fatty 

acids were each present at less than 2%. 
Somatic embryos 

The effect of PEG concentration on lipid 
biosynthesis and fatty acid composition after 4 weeks 

30 culture with 16 fiVl ABA are shown in Table 9. 
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TABLE 9 



Xnfluence ot PEG concentration on A, TL (fames) and TAG (fames) 

accumulation and B, fatty acid composition of white spruce 
somatic embryos. These vere matured for 4 weeks with 16 fiH ABA. 



A 









Til 




TAG 




TAG/TI. 


PEG % 




per ( embryo ) % 


d wt 


pg ( embryo ) 


% d wt 






0 control 




32.0 


21 


23.0 


15 




72 


2.5 






33.2 


30 


20.8 


19 




63 


5.0 






44.0 


31 


29.0 


21 




66 


7.5 






40 . 6 


30 


28.0 


21 




G9 


10 






37.0 


27 


26.0 


20 




70 


B 








Fatty 


acid comnosition of 


TAG (%> 






PEG % 




16:0 


16:2 ib:o 


18:1 


18:1* 18:2 


18:2^ 


18:3 


2I>20,22° 


0 control 


9.0 


1.9 2.4 


23.3 


2.2 45.6 


11.3 


1.1 


3.2 


2.5 




9.1 


1.9 2.4 


23 .4 


2.3 45.2 


11.4 


1.1 


3.3 


5.0 




8.5 


1.6 2.6 


24-0 


2.1 46.4 


11.0 


1.1 


2.7 


7.5 




8.5 


1.6 2.7 


24.3 


2-4 45.0 


11.1 


1.2 


3.2 


10 




7.0 


1.2 2.5 


23.3 


3.4 41.0 


16.6 


0.9 


4.3 


a Double 


bond in 


the C-7 position instead of the 


C-9. 






b Double bond at 
positions . 


the C-5 and C-9 positions instead of the 


C-9 


and C-12 


^ Represents 


the 


sum of all identified C-20 and i 


C-22 fatty acids. 
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PEG increased the quantity of ^ TAG in somatic 
embryos (Table 9A) , but they did not achieve levels as 
high as those recorded for zygotic embryos (c.f., Table 
8A) ^ either on a per embryo, or % dry weight basis. In 
5 the absence of PEG somatic embryos contained about 50% of 

the amount of TL and TAG present in the zygotic embryos. 
TL and TAG per somatic embryo increased with 5.0 and 7.5% 
PEG compared to the control, and reached close to 70% of 
the amount of TAG observed in zygotic embryos. The % dry 

10 weight of TAG increased by 40% with 5 and 7.5% PEG, 

achieving 58% of the dry weight value observed in zygotic 
embryos. TAG fatty acid composition was not influenced to 
any great extent by different concentrations of osmoticum 
after 4 weeks of culture (Table 9B) . Furthermore, at all 

15 PEG concentrations, the somatic embryos contained the same 

predominant fatty acids as zygotic embryos (Table SB) , 
although the proportion of 18:1 was higher and that of 
18:2 (a5,9) was lower in the somatic embryos. 

The effect of culture time and 7.5% PEG on lipid 

20 biosynthesis and fatty acid composition is shown in 

Table 10. 
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TABLB 10 



Influence of culture time on A, TI. (fames) and TAG (fajnee) 
accumulation and fatty acid composition of white spruce 
somatic embryos- These were matured with 16 pM ABA, and 

0% or 7.5 % PEG. 



Time 



TL 



TAG 



TAG/TL % 



(Weeks) 



pg( embryo ) 



-1 



% d wt embryo) 



-1 



% d wt 



0 

2 +PEG 
4 +PBG 
6 +PEG 
8 +PEG 
8 -PEG 



ND 

ND 
57.2 
128.7 
238.6 
173.3 



6 
8 

28 
30 
36 
21 



ND 
ND 
36.1 
72.7 
172.7 
113.3 



2 
3 

18 
17 
26 
14 



38 
30 
63 
57 
72 
65 



ND, not determined. 



wo 93/11660 



PCT/CA92/00549 



-71- 



TABLE 10 < cont'd! 



Influence of culture time on A, TL ( fames) and TAG (fames) 
accumulation and B, fatty acid composition of white spruce 
somatic embryos. These were matured with 16 iiH ABA, and 

C% or 7.5 % PBG- 



B 



Time 








Fattv 


acid composition of 


TAG (%> 






(Weeks) 


16 


10 


16i2 


lBi0 


IBil 


IBil^ 


18t2 


18.2*=' 


16i3 


in-20,22^ 


0 


8. 


e 


2.4 


2.8 


29.1 


6.4 


31 .5 


7 .8 


5.1 


6.1 


2 +PBG 


9. 


0 


2.4 


2.9 


29.4 


6.2 


31.5 


7 .8 


4.5 


6.3 


4 +PEG 


7 , 


, 9 


1 . 5 


3.2 


25.2 


2.3 


45.0 


11.3 


1.2 


2.4 


6 +PEG 


6. 


. 2 


1 . 2 


2.2 


23.3 


3.1 


46.0 


13.8 


0.9 


3 i2 


8+ PEG 


4, 


.3 


0.7 


1.3 


24.6 


3.9 


47.2 


15.8 


0.4 


1.7 


8 -PEG 


6 


.3 


0 . 1 


1.8 


23.9 


2.7 


48.9 


14 .1 


0.9 


1.4 


a Double 


bond 


in 


the C 


-7 position 


instead 


of the 


C-9. 






b Double 


bond 


at 


the C- 


5 and 


C-9 positions 


instead of the C-9 


and C-12 



positions . 

^ Represents the sum of all identified C-20 and C-22 fatty acids. 
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Somatic embryos continued to accumulate TL and 
TAGS throughout the 8 week cultxire period (Table lOA) . 
For example^ dxiring 4-6 weeks with PEG the weight of TL 
and TAG per embryo increased to levels greater them those 
5 recorded for zygotic embryos and by 8 weeks the somatic 

embryos had four times more TAG compared to zygotic 
embryos. The increase was more modest when expressed as 
% dry weight, achieving 72% of the level recorded for 
zygotic embryos; even so, somatic embryos contained 45% 
10 more TAG at 8 weeks compared to those at 4 weeks . The TAG . 

component of the somatic embryos was 26% dry weight (11% 
fresh weight; not shown) by the 8th week of culture. The 
effect of PEG on TAG accumulation was clearly evident 
after 8 weeks culture. At this time somatic embryos 
15 matured with 7.5% PEG had accumulated 50% more TAG per 

embryo compared to non PEG treated somatic embryos, and 
contained almost twice as much TAG on a % dry weight 
basis. The % of TAG to TL increased during maturation 
with PEG,, and resulted in a higher ratio of TAG to TL 
20 compared to somatic embryos matiired without PEG. The TAG 

fatty acid composition of somatic embryos changed with 
culture time (Table 9B) and by 8 weeks had reached ratios 
that closely approximated zygotic levels (c.f Table 8B) . 
The most abundant fatty acids present in immature 
25 suspension cultured somatic embryos were 18:1 (a9) and 

18:2 (a9,12) . The 7.5% and 0% PEG treated somatic embryos 
had similar fatty acid composition values, which again 
showed that the PEG osmoticum had little effect on fatty 
acid composition even after 8 weeks culture. Dxiring the 
30 8 week study period, the trend was for the 18:2 (a9,12 and 

.a5,9) fatty acids to increase while the other fatty acids 
decreased proportionately, resulting in fatty acid 
compositions similar to matxire zygotic embryos (Table 7B) . 

The effects of ABA concentration and secondary 
35 desiccation treatments on lipid biosynthesis and fatty 

acid composition after 8 weeks with 7.5% PEG are shown in 
Table 11. 
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In somatic embryos not subjected to secondary 
desiccation, TL increased with increasing ABA 
concentration (Table llA) • ABA at 16 tM, however, yielded 
the highest accumulation of TAG per embryo (143 fig), but 
5 on a % dry weight basis 24 ABA was higher (20%) • 

Following secondary desiccation somatic embryos from all 
ABA concentrations displayed higher TL and TAG - those 
from the 16 and 24 /xM ABA treatments contained over 3 0% 
more - showing that lipid accumulation continued during 

10 the secondary desiccation treatment. On a per embryo 

basis, 16 /zM ABA yielded the most TAG per embryo (214 |ig) . 
This is five times the zygotic value (Table 7 A) , and about 
a nine fold increase over the original controls (Table 
9A) • On a % dry weight basis 24 /xM ABA was optimal 

15 producing somatic embryos containing 30% TAG. This is 83% 
of the zygotic value, and twice the value of the initial 
control somatic embryos. On a % fresh weight basis all 
ABA treatments led to somatic embryos containing 
approximately 11% TAG (not shown) , which is about 70% of 

20 the zygotic level. The TAG fatty acid composition was not 

modified appreciably by ABA at the concentrations tested 
(Table 4B) , however, following desiccation the proportion 
of 18:1 (a 9) consistently decreased slightly, while the 
proportion of 18:2 (a 9, 12) underwent a slight increase, 

25 resulting in values that more closely approximated zygotic 

values compared to somatic embryos not desiccated to low 
moisture contents. 

Somatic plantlets and zygotic seedlings 

The TL and TAG content for regenerated somatic 
30 plantlets matured for 6 weeks with 16 ABA, 7.5% PEG, 

then further desiccated, and expanded zygotic seedlings 
grown from isolated zygotic embryos are compared in 
Table 12. 
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TABLE 12 



A, TL (fames) and TAG (fames) contents, and 
Br fatty acid compositions, of vhlte spruce 
expanded seedling and somatic plantlet following maturation 
for 6 vee)cs on medium containing 16 /iH ABA and 7,5% PEG 
then furtlier desiccated. The somatic plantlet and 
zygotic seedling were both 4 vee)cs old. 



A 



Time Ti. TAG 




TAG/TL V 


pg( embryo)"^ % d vt Mg( embryo)"^ % 


d wt 


somatic 

plantlet 26.0 2.3 s.o o 


.70 


31 


zygotic 

seedling 20.0 2.1 6.0 o 


.63 


30 


ND, not determined. 
B 


Fattv acid comDosltion of TAG 


(%) 




16S0 16:2 18:0 18:1 18:1®^ 18:2 18t2^ 


18:3 


rc-20,22^ 


somatic • 

plantlet 9.3 l.O 4.1 23,1 4.9 34.9 12.9 


3.2 


6.8 


zygotic 

seedling 14.8 0.6 6.0 37.9 2.9 23.0 7.8 


3.2 


3.8 


^ Double bond in the C-7 position instead of the C-9 






^ Double bonds at the C-5 and C-9 positions instead of 
positions 


the C- 


-9 and C-12 


^ Represents the sum of all identified C-20 and C-22 


fatty 


acids. 
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After 4 weeks growth the TL and TAG contents 
were similar (Table 12A) . Low levels of lipid were 
present in both plant types ^ confirming the storage 
function of the TAGs, and their utilisation for post- 
5 germinative growth. The data for the TAG fatty acid 

compositions showed similar trends (Table 12B) . Thus, 
with both plant types the 18:2 (a9,12 and a5,9) decreased, 
while the proportions of the other fatty acids increased, 
in comparison to mature zygotic embryo levels (c^f.. Table 

10 8B) • The somatic plant lets which were matured with 16 

ABA had not achieved the degree of change observed for the 
zygotic seedlings. However, these results were 

inconsistent, and furthermore, the level to which these 
changes occurred for zygotic seedlings varied greatly 

15 among experiments. Thus, it appears that the synthesis of 

16:0, 18:0, and longer chain fatty acids in the seedlings 
and plantlets occurs at the expense of 18:2 (a9,12 and 
a5,9), which is the reverse of events observed during 
maturation (c.f.. Table lOB) . 

20 B. Plantlet conversion 

During culture for 4-8 weeks with 7.5% PEG and 
12-32 MM ABA, white spruce somatic embryos matured without 
germinating precociously. Somatic embryos desiccated to 
low moisture contents were dry and shrunken and had a 

25 translucent appearance. During secondary desiccation, 

however, many somatic embryos matured for 8 weeks with 12 
MM ABA had undergone slight greening prior to drying. 
Precocious germination during the secondary desiccation 
treatment was more pronounced with somatic embryos matured 

30 for 8 weeks with 0 and 2.5% PEG, especially the former 

. where considerable greening and hypocotyl elongation 
approached 100% and survival did not occur. Thus, 
following prolonged maturation treatments, the higher ABA 
and PEG concentrations prevented the onset of precocious 

35 germination that otherwise occurred once ABA was removed 

for secondary desiccation. As shown in Figure 4, fully 
imbibed, normal somatic embryos regained their 
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predeslccated swollen opaque-white appearance, and 
conver-ted to plant lets at high frequency. Embryos at this 
stage sure light green and have commenced elongation (X 3.0 
bar: 0.5 cm). For example, after 4, 6 or 8 weeks 
5 treatment with 16 ABA, a total of 700-800 normal- 
looking cotyledoneury somatic embryos matured per 
treatment. As seen in Figure 5, somatic plantlets 
regenerated from the 16-24 /xM ABA treatments tanderwent 
root and hypocotyl elongation (X 2.7, bar 0.5 cm). 
10 Elongation is comparable in extent to zygotic seedlings 

grown in vitro from isolated embryos (see Figure 6) . The 
zygotic seedlings shown in Figure 6 were obtained from 
mature embryos separated from the megagametophyte of 
mature seed and grown iji vitro for 3 weeks under the same 
15 conditions as the somatic embryos of Figure 5 (X 2.7, beir: 

0.5 cm) . 
C. MieroscopY 

Mature white spruce zygotic embryos had distinct 
cotyledon and apical meristem regions, and procambium was 
20 evident as shown in Figure 7A (X 76, bar: 0-2 mm). Lipid 

bodies (L) were abundant within the cells of the root, 
hypocotyl and areas adjacent to the shoot apical meristem, 
some apparently fusing together (arrow) as seen in Figiire 
7B- Zygotic embryos dissected from mature dry seeds 
25 imbibed for 16 h also had niimerous mature protein bodies 

(Figure 7B (X 6500, bar: 3 Aim)). However, the protein 
bodies within cells of zygotic embryos dissected from 
seeds imbibed for 65 h had enlarged, and the protein 
deposits had dispersed as seen in Figure 8. The cells 
30 shown in Figure 8 also contain nvimerous tightly packed 

lipid bodies (L) some apparently fusing together (arrow) 
(N: nucleus, X 6500, bar: 3 Atm) . 

Somatic embryos matured for 8 weeks with 16 nK 
ABA and 7.5% PEG as seen in Figure 9 contained large 
35 amounts of lipid (L) and compact protein bodies (P) 

similar to zygotic embryos from 16 h imbibed seed (x 6000, 
bar: 3 ^m) . After secondary desiccation and rapid 
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imbibition for 2 h, the somatic embryos shown in Figure 9 
contained abundant lipid bodies comparable in distribution 
and frequency to the mature zygotic embryos from 65 h 
imbibed seed as seen in Figure lOA. The cells are densely 
5 cytoplasmic and storage reserves are evident (small 

arrows). Note the rather flat meristem (large arrow) and 
procambial cells (white arrow) (X 80, bar: 2 mm). Figure 
lOB shows that the cells are packed with lipid bodies (L) . 
Also, the severely desiccated and imbibed somatic embryos 

10 exhibited enlarged protein bodies (P) containing dispersed 

protein deposits after just 2 h imbibition, similar to the 
zygotic embryos from 65 h imbibed seed (N: nucleus, X 
6000, bar: 3/im) . Somatic embryos had a distinct apical 
meristem, procambium and well developed cotyledons, and 

15 were generally larger than zygotic embryos. 

In contrast, somatic embryos matured for only 4 
weeks without PEG (Fig. 11) or with 7.5% PEG (Fig. 12), 
contained considerably fewer lipid bodies than observed in 
8 week treated somatic embiryos (Fig* 9) • The level of 

20 lipid accimulation was also distinctly lower than in 

zygotic embryos (c.f . Fig. 7b) . Cells of somatic embryos 
matured for 4 weeks with PEG were more densely cytoplasmic 
when compared to somatic embryos matured without PEG (for 
which most cells of the hypocotyl and cotyledons are 

25 vacuolate so are not mildly desiccated) which are shown in 

Figure llA (X 135, bar: 0,1 mm) • 

As shown in Figure IIB (N: nucleus, X 7500, bar 
3 /xm) , the cytoplasm of cells from somatic embryos matured 
for 4 weeks with 16 /iM but without PEG contain fewer and 

30 smaller lipid bodies (L) than in cells from somatic 

embryos matured for 8 weeks with both ABA and PEG (c.f.. 
Figure lOB) . The cells shown in Figure 12A (X 130, bar: 
0,1 mm) are not vacuolate, but are more densely 
cytoplasmic and contain more storage reserves (arrows) 

35 than cells in embryos matured for the same time in the 

absence of PEG (c.f. Figure llA) • The inclusion of PEG 
during maturation has increased the size and number of 
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lipid bodies (L) , starch (S) deposits and mature protein 
bodies (P) as shown in Figxire X2B (X 6500, bar; 3 • 
However,, lipids are not as abundant as in somatic matured 
for 8 weeks with ABA and PEG as seen in Figure 9. 
5 Following germination and 4 weeks growth of 

zygotic seedlings, most cells had enlarged and undergone 
vacuolation. As seen in Figure 13A, vascular traces 
(large arrow) , apical meristems (small arrow) and 
vacuolate cells were well defined (X 72, bar: 0.2 mm). 

10 The electron macrograph shown in Figxire 13B illustrates 

that lipid bodies were infrequent throughout the seedling 
and appeared almost empty (arrows) due to utilization of 
the contents. Protein bodies are absent (N: nucleus, X 
6000, bar: 3 fim) . This pattern of development also 

15 occurred in similarly aged somatic plantlets, regenerated 

from somatic embryos matured for 8 weeks with 7.5% PEG 
then further desiccated. However, in some instances 
plcuitlets regenerated from the latter treatment had 
\indergone epicotyl (E) elongation and needle development 

20 around the apical meristem by 4 weeks as seen in Figure 

14A (X 54, bar: 0.2 mm) . The small arrow indicates the 
original cotyledon. This degree of development was not 
observed in the zygotic seedlings of equivalent age. In 
Figure 14B, the lipid bodies and protein bodies were not 

25 observed. The cells are characterized by many small 

vacuoles and differentiated chloroplasts (arrows) (N: 
nucleus, V = vacuole, X 6000, bar: 3 /xm) . 
Discussion 

By manipulation of the culture conditions for 
30 white spruce somatic embryos it was possible to attain 

* storage lipid- levels and fatty acid compositions higher 
than those observed in zygotic embryos. Such 
manipulations produced somatic embryos that survived 
desiccation to low moisture contents then regenerated to 
35 plantlets at high frequency. The maturation conditions 

that resulted in somatic embryos with, a fatty acid 
composition which most closely approximated the mature 
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zygotic embryos were 6-8 weeks with 16-24 /zM ABA and 7.5% 
PEG, followed by further desiccation. These 
concentrations also led to optimal storage protein 
deposition in white spruce somatic embryos. The latter 
5 study also showed that 5.0-7.5% PEG afforded protection to 

storage proteins which were otherwise degraded during 
further desiccation. In addition, this PEG concentration 
stimulated a doubling of lipid levels and a threefold 
increase in the maturation frec[uency of white spruce 
10 somatic embryos, and the somatic embryos also possessed 

lower moisture levels than zygotic embryos from mature dry 
seed. 

Synchronous maturation of the immature white 
spruce somatic embryos occurred following their transfer 

15 from proliferation medium containing 2,4-D acid and BA, to 

the moisture stressing medium containing PEG and ABA. No 
maturation occurred in the absence of PEG and ABA. The 
concentration of ABA and PEG, and maturation period, had 
an effect on TAG accumulation, whilst fatty acid 

20 composition was mostly modified by the latter. More minor 

modifications to fatty acid composition occurred following 
further desiccation. TAG levels - as % dry weight - 
increased from 42% of zygotic levels in the original 
controls (4 weeks with 0% PEG) to 83% after 8 weeks 

25 maturation with 7.5% PEG and 16-24 /zM ABA followed by 

further desiccation, while TAG levels per somatic embryo 
increased from half that observed in zygotic embryos to 
almost five times the zygotic levels. This led to somatic 
embryos with roughly 9 times the level of TAG observed in 

30 the controls, and 6 times the fresh weight level recorded 

by Feirer et al. (1989) for Norway spruce somatic embryos. 
Vigorous root and shoot elongation was evident in the 
regenerated somatic plantlets. These results show that 
although the total amount of TAG for somatic embryos was 

35 greater than for zygotic embryos, a lower lipid density 

resulted from the larger size of the somatic embryos. The 
increase in dry weight and decrease in moisture content in 
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the presence of PEG as observed in A ^was, therefore, 
indicative of increased storage reserves. 

The results for lipid accumulation, fatty acid 
composition, and the TEM and regeneration studies, 
5 together indicate that a 4 week treatment with ABA - as is 
often used for maturation of conifer somatic embryos, did 
not allow sufficient time for optimal accumulation of TAG 
by white spruce somatic embryos, resulting in somatic 
embryos that were not of comparable maturity to zygotic 

10 embryos. A large amount of TAG was synthesized during the 

4 -8th week of cultxire. The TEM study provided further 
evidence for stimulated lipid biosynthesis with 7.5% PEG 
cind esctended maturation time, illustrating the well 
developed structure of the somatic embryos. Storage 

15 reserves were previously shown to accumulate initially in 

the root regions of white spruce somatic embryos, and then 
subsequently in the later developing shoot meristem and 
cotyledon regions. The cotyledonary and shoot meristem 
regions of the somatic embryos appeared after the third 

20 week of culture, so additional development of these 

regions would be necessary before lipid could be 
deposited. 

In order to achieve slow secondary desiccation 
to low moisture contents somatic embryos were transferred 
25 to the 81% r.h. desiccators. The filter-paper supports on 

which they were transferred were satxirated with culture 
medium, therefore, the moisture stressing environment and 
^ initial availability of nutrients appears to have enabled 
further lipid accximulation, prior to the supply of 
30 nutrients drying and the moisture contents of the somatic 

. embryos becoming too low* to support metabolism. 

A non-plasmolysing moistvire stress was 
influential in preventing precocious germination of white 
spruce somatic embryos during prolonged maturation and 
35 desiccation treatments thereby promoting survival 

following further desiccation. Optimal TAG accumulated 
using 7.5% PEG and 16-24 ^xM ABA. Maturing embryos 
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underwent an increased tendency for precocious germination 
with increased matxiration time leading to poor survival 
following further desiccation to low moistxire content. 
The increasing tendency for precocious germination 
5 suggests a decreased sensitivity to ABA with increased 

maturation time. Precocious germination was prevented by 
PEG treatments. In the absence of high moisture stressing 
treatments, concentrations of up to 60 /xM applied 
throughout the maturation period have been used to inhibit 

10 precocious germination during maturation of conifer 

somatic embryos. However, such concentrations increased 
the incidence of abnormal somatic embryos. 

The plantlet conversion frequencies of 72-81% 
reported here for somatic embryos matured for 6-8 weeks, 

15 may be because they have entered a more desiccation 
tolerant phase. Desiccation tolerance appears closely 
related to levels of storage reserves. Thus, treatments 
that promoted storage reserve accumulation, such as PEG, 
ABA and increased maturation time, also promoted 

20 desiccation tolerance. This is because vacuolate cells 

containing little reserve material may undergo mechanical 
disruption and tearing of membranes during severe water 
loss, while the presence of sufficient reserves limits 
such changes. 

25 Severely desiccated somatic embryos appear to 

undergo very rapid ixabibition and hence sustain injury, 
unlike zygotic embryos which are protected within seeds. 
Protein bodies within the cells of dry seeds swell and 
take up water during imbibition; thus, as evidenced by 

30 protein body ultr astructure , rapidly imbibing somatic 

embryos by immersing them in liquid medium for just 2 h, 
was comparable to 65 h of seed imbibition. Therefore, the 
alternative slower imbibition method used probably reduced 
injury, so promoted plantlet conversion. 

35 High osmoticum stimulates TAG biosynthesis and 

influences the quantity and/ or composition of the fatty 
acids; sucrose being the customary osmoticum of choice 
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(e.g.. Pence et al. 1981; Janiclc et al. 1982; Avjioglu and. 
Knox 1989; Dutta and Appelqvist 1989) » Fatty acids are 
formed by converting sucrose into acetyl-Coenzyme A, from 
which palmitic (16: 0} and oleic (18 : 0} acids are formed 
5 and used in the synthesis of unsaturated and longer chain 

fatty acids (Stymne and Stobart 1987) . It has been 
suggested that sucrose stimulates lipid biosynthesis 
either by influencing the chemical intermediates of the 
tricarbo3^1ic acid cycle, or by eliciting osmotic 

10 alterations in the cell in response to the low water 

potential of the culture medium (Pence et al. 1981) . The 
stimulation of lipid biosynthesis in the white spruce 
somatic embryos using PEG shows that the effect was due to 
the induced moisture stress and not to a limiting sucrose 

15 substrate. Consequently, for maturation of white spruce 

somatic embryos the optimal osmoticum concentration was 
higher for PEG than for sucrose. For matxiration of white 
spruce somatic embryos the optimal osmotic potential of 
the culture medium, which contained 7.5% PEG and 3% 

20 sucrose, wa& —0.7 19Pa. 

The oil reserves of seeds are rapidly mobilised 
back to sucrose following germination to provide energy 
and carbon skeletons for the post-germinative embryo 
growth. Lipid reserves are depleted during growth of the 

25 white spruce somatic embryos to plantlets in a manner 

similar to In vitro cultvired zygotic seedlings. 
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CLAIMS 

1. A desiccated mature gymnosperm somatic 
embryo characterized by having a moisture content which is 

5 lower than the moisture content of its corresponding 

zygotic embryo and a dry weight and per embryo lipid 
content which are higher than the lipid content and dry 
weight of its corresponding gymnosperm zygotic embryo. 

2. A desiccated gymnosperm somatic embryo 
10 according to claim 1, characterized by having a moisture 

content ranging between 10 and 55%. 

3. A desiccated gymnosperm somatic embryo 
according to claim 1, wherein said gymnosperm is a 
conifer. 

15 4. A desiccated embryo according to claim 3, 

characterized by having a moisture content ranging between 
10 and 55%. 

5. A desiccated embryo according to claim 3^ 
characterized by having a moisture content ranging between 

20 10 and 36%. 

6. A desiccated conifer somatic embryo 
according to claim 5, characterized by having a dry weight 
between 3 0 and 600% higher than its corresponding 
desiccated zygotic embryo and an amount of storage lipid 

25 between 50 and 700% higher than its corresponding zygotic 

embryo . 

7. A desiccated conifer somatic embryo 
according to claim 4, wherein said embryo is from the 
family Pinaceae. 

30 8. A desiccated conifer somatic embryo 

accdrding to claim 4 , wherein said embryo is from the 
genus Picea. 

9. A desiccated conifer somatic embryo 
according to claim A, wherein said embryo is selected from 
35 white spruce, black spruce and Norway spruce desiccated 

somatic embryo. 
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10. A desiccated embryo according to claim 1, 
wherein said embryo is encapsulated in a non-hydrated 
water soluble compound having a melting point ranging 
between 20 and VO'^C* 

11. A desiccated embryo according to claim 10, 
wherein said non-hydrated water soluble compound is a 
polymer. 

12. A desiccated embryo according to claim 11, 
wherein said polymer is PEG, having a molecular weight 
over 1000. 

13. A desiccated embryo according to claim 11, 
wherein said polymer is PEG having a molecular weight 
ranging between 1000 and 4000. 

14. A method for producing desiccated somatic 
embryos, said method comprising developing immattire 
embryos in a medium comprising at least one non-permeating 
water stress agent, a metabolizable carbon soxirce and a 
growth regulator having an influence on embryo development 
for a period of time sufficient to yield the recovery of 
mature somatic embryos having a moisture content which is 
lower than the moistxire content of corresponding zygotic 
embryos, said abscisic acid and/or analogs, precursors or 
derivatives thereof being initially present in said medium 
in sufficient concentration to have a final concentration 
of abscisic acid and/ or analogs, precursors or derivative 
thereof of at least 0 . 1 fiVL at the end of the development 
of said embryo. 

15. A method according to claim 14, wherein 
said growth regulator is selected from abscisic acid 
and/or analogs, precursors or derivatives thereof. 

16^ . A method according to claim 14, further 
comprising submitting said mature embryos to a secondary 
desiccation treatment to further reduce the moisture 
content of said embryos. 

17. A method according to claim 16, wherein 
said secondary treatment comprises submitting said mature 
embryos to at least one environment of low relative 
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humidity to yield desiccated soma c embryos having a 
moisture content which is lower tha- -he moisture content 
of corresponding zygotic embryos. 

18. A method according to claim 14, wherein 
5 said immature embryos are developed for a period of time 

sufficient to yield the recovery of desiccated mature 
somatic embryos having a moisture content ranging between 
32 and 55%. 

19. A method according to claim 16, wherein 
10 said desiccated embryos have a moisture content ranging 

between 10 and 36%. 

20. A method according to claim 14, further 
comprising a preliminary step which comprises preculturing 
said immature embryos on a reduced hormone medium or on a 

15 medium containing reduced auxin alone to promote 

maturation of said embryos. 

21. A method according to claim 20, wherein 
said immature embryos are precultured for a period ranging 
from 1 to 14 days. 

20 22. A method according to claim 14, wherein 

said immature embryos are developed in a continuous -flow 
solid~support bioreactor vessel comprising a culture 
chamber having medium inlet and outlet means for 
continuous supply of fresh medium in said chamber, support 

25 ■ means for maintaining said immature eiabryos above the 
surface of said medium and means for providing and 
controlling air flow in said chamber. 

23. A method according to claim 14, wherein a 
substantially constant concentration of said plant growth 

30 regulator is applied to said embryos during the majority 

. of the development of said immature embryos. 

24. A method according to claim 15, wherexn a 
substantially constant concentration of abscisic acid 
and/or analogs, precursors or derivatives thereof is 

35 applied to said embryos during the majority of the 

development of said embryos. 
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25 • A method according 'to claim 14 , wherein 
said embryo is a gymnosperm embryo. 

26. A method according ^o claim 14 , wherein 
said embryo is a conifer embryo, 
5 27. A method according to claim 25, wherein 

said embryo is from the family Pina.cea,Bm 

28 . A method according to claim 25, wherein 
said embryo is from the genus Picea.. 

29. A method according to claim 15, wherein 
10 said analogs, precursors or derivatives of cibscisic acid 

are selected from the group consisting of abscisyl 
alcohol, acetylenic aldehyde, dihydroacetylenic alcohol, 
phaseic acid (PA) , dihydrophaseic acid (DPA) , 6'- 
hydroxymethyl abscisic acid (HM-ABA) , beta-hydroxy 

15 abscisic acid, beta-methylglutaryl abscisic acid, beta- 

hydroxy-beta-methylglutarylhydroxy abscisic acid, 4'- 
desoxy abscisic acid, abscisic acid beta-D-glucose ester 
2-2 (2-p-chlorophenyl-trans-ethyl) cyclopropane carboxylic 
acid and jasmonic acid and functional derivatives thereof. 

20 30, A method according to claim 14, wherein 

said embryos are developed in said medixim for a period of 
time ranging from 1 to 15 weeks. 

31. A method according to claim 14, wherein 
said embryos are developed in said mediiim for a period of 

25 time ranging from 4 to 10 weeks. 

32. A method according to claim 14, wherein 
said embryos are developed in said medium for a period of 
time ranging from 6 to 8 weeks. 

33. A method according to claim 15, wherein the 
30 concentration of abscisic acid in said medium ranges from 

O.l. to 100 MM. 

34. A method according to claim 15, wherein the 
concentration of abscisic acid in said medium ranges from 
10 to 60 /iM. 

35 35. A method according to claim 14, wherein 

said non-permeating water stress is present in sufficient 
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amounts to maintain in said medium an osmotic potential 
ranging between -0,3 and -2.0 MPa. 

36. A method according to claim 32, wherein 
said osmotic potential ranges between -0.6 and -1.0 MPa. 
5 37. A method according to claim 14, wherein 

said non-permeating water stress agent in said medixim is 
a compound having a molecular size of at least 30 
ingstroms . 

38. A method according to claim 37, wherein 
10 said compound is polyethylene glycol. 

39. A method according to claim 37, wherein 
said compound is polyethylene glycol having a molecular 
weight ranging between about 1000 and 35,000. 

40. A method according to claim 37, wherein 
15 said polyethylene glycol has a molecular weight ranging 

between about 3500 and 10,000. 

41. A method according to claim 38, wherein 
said polyethylene glycol is present in said medium at a 
concentration ranging between 1 and 30%/wt. 

20 42. A method according to claim 38, wherein 

said polyethylene glycol is present in said medium at a 
concentration ranging between 2 and 15%/wt. 

43. A method according to claim 14, wherein 
said non-permeating water stress agent is dextran having 

25 a molecular weight above about 4000, said dextran being 

present in said medium at a concentration ranging between 
1 to 30%/wt. 

44. A method according to claim 43, wherein 
said dextran is present in said medium at a concentration 

30 ranging between 5 and 20%/wt. 

45. A method according to claim 43, wherein 
said dextran is present in said medium at a concentration 
of about 10%. 

46. A method according to claim 16, wherein 
35 said mature embryos are further desiccated by being 

submitted to an environment having a relative humidity 
ranging between 5 and 95%. 
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47. A method according to clkim 46, wherein 
said environment has a relative humidity rancping between 
20 and 63%. 

48 . A method according to claim 47 , wherein 
5 said mature embryos are submitted to said environment of 

low relative h\midity for a period of time ranging from 24 
to 48 hours prior to achieve moisture loss prior to 
storage. 

49. A method according to claim 16, wberein 
10 said mature embryos are desiccated by being submitted to 

a plxirality of environments of progressively low relative 
htuttidity, the relative humidity of said environments 
ranging between 3 0 and 95%. 

50. A method according to claim 49, wberein 
15 said mature embryos are submitted to each of said 

environment of progressively low hximidity for a period of 
time ranging from l to 7 days to achieve moisture loss 
prior to storage. 

51. A method according to claim 49 , wherein 
20 said matxire embryos are retained with callus on filter 

paper support during desiccation. 

52 . A method according to claim 16 , wherein 
said desiccated embryos are frozen following secondary 
desiccation. 

25 53. A method according to claim 52, wherein 

said embryos are frozen at -2 0^*0 or in liquid nitrogen. 

54 . A mature conifer somatic embryo, said 
embryo being characterized by having a moisture content 
ranging between 32 and 55% and a dry weight and per embryo 

0 lipid content which are higher than the lipid content and 

dry weight of its corresponding- conifer zygotic embryo. 

55. A method for producing mature somatic 
embryos, said method comprising developing immature 
somatic embryos in a medium comprising at least one noh— 

5 permeating water stress agent, a metabolizable carbon 

source and abscisic acid and/ or analogs, precursors or 
derivatives thereof for a period of time sufficient to 
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yield the recovery of mature somatic embryos, said 
abscisic acid and/or analogs, precursors or derivatives 
thereof being initially present in said medium in 
sufficient concentration to have a final concentration of 
abscisic acid and/or analogs, precursors or derivatives 
thereof of at least 0.1 /iM at the end of the development 
of said embryos. 

56. A plant embryo encapsulated in a non- 
hydrated water soluble compound having a melting point 
ranging between 20 and 70**C. 

57. A method for encapsulating plant embryos, 
said method comprising coating said embryos with solution 
comprising a non-hydrated water soluble compound having a 
melting point ranging between 20 and 70*^C, said solution 
having a temperature slightly above its melting point 
prior to coating said embryo thereby allowing said 
solution to solidify rapidly to yield hardened capsules 
containing said embryos. 



ei lOOTITI ITP .QMPPT 



wo 93/11660 PCT/CA92/00S49 




PEG concentration (%) 



5-0 . -6.1 . -7 -7.3 
Osmotic potential (bar) 

FIG.1 



wo 93/1 1 660 PCr/CA92/00549 

2/9 



0.30 



0.20- 



o 
E 

CD 
i_ 

a> 

Q. 

E 



0.10 

Q 



0.00 



.'ft: 



.V*:;- 



■••■•<x->-: 





60 ^ 


Co" 


50 . 










aj 


40 . 


o 




a 








-3 


30 . 


o5 




'o 




E 






20 - 






•o 




X 


10 . 




0 , 




Mil 



.: •*; X.t-.... 



0 2.5 ■ 5 7.5 10 

PEG concentration (%) 



FIG.2 



NSDOCID: <WO ^©311660A2J^ 



SUBSTITUTE SHEET 



wo 93/11660 



PCT/CA92/00549 




wo 93/11660 



PCT/CA92/O0S49 



6/9 




<W0_a31 1 660A2 



SUBSTITUTE SHEET 



wo 93/11660 



PCT/CA92/00549 




wo 93/11660 



PCT/CA92/00549 



9/9 



DESICCATION TOLERANCE OF WHITE SPRUCE SOMATIC EMBRYOS 



< 
IT 
LU 
Z 
LU 

ej 

LU 

cr 

H- 
UJ 
_l 

< 

CL 



80 



60 - 



40 



20 



13 AIR DRIED 
■ 88%R.H. 




N.D. 




T 




N.D. 



5 6 7 

MATURATION TIME (WEEKS) 




FIGURE 15 



WORLD INTELLECTUAL PROPERTY ORGANIZATION 
(mernational Bureau 




per 

INTERNATIONAL APPLICATION PUBLISHED UNDER THE PATENT COOPERATION TREATY (PCT> 



(51) iDternadonal Patent Qassification ^ : 




(ll)lDternatioDal Publication Number: 


WO 93/11660 


A01H7/00, 4/00 


A3 


(43) iDternational Publication Date : 


24 June 1993 (24.06.93) 



(21) International Application Number: PCT/CA92/00549 

(22) International Filing Date: 18 December 1992 (18.12.92) 



(30) Priority data: 

810,171 



19 December 1991 (19.12.91) US 



(60) Parent Application or Grant 

(63) Related by Continuation 

US 810,171 (CIP) 

Filed on 19 December 1991 (19.12.91) 



(71) Applicant (for all designated States except US): UNIVERSI- 
TY OF SASKATCHEWAN [CA/CA]; Saskatoon. Sas- 
katchewan S7N OWO (CA). 



(72) Inventors; and 

(75) Inventors/ Applicants (for US only) : ATTREE. Stephen. M. 
(GB/CA); Apt. 16, 1007 lOth St. E., Saskatoon. Sas- 
katchewan S7H 0H8 (CA). FOWKE, Uwrence, C. [CA/ 
CA]; 1606 Adelaide St., Saskatoon, Saskatchewan S7J 
0J3 (CA). 

(74) Agents: TRUDEAU, Raymond et al.; Fetherstonhaugh & 
Co., 4 Place Ville Marie, Suite 606. Montreal, Quebec 
H3B 2E7 (CA). 



(81) Designated SUtes: AT, AU, BB, BG, BR, CA. CH, CS. 
DE. DK, ES. FI, GB, HU, JP, KP, KR. LK, LU, MG. 
MN, MW. NL, NO, NZ, PL, RO, RU. SD, SE, US, Eu- 
ropean patent (AT, BE, CH, DE, DK, ES. FR, GB, GR, 
IE, IT, LU, MC, NL, PT, SE). OAPI patent (BF, BJ, CF, 
CG, CI. CM, GA, GN. ML, MR, SN. TD, TG). 



Published 

With interruuionai search repan. 
Before ihe expiraUon of the time lima for amending the 
claims and to be republished in the ev^nt of the receipt of 
amendments. 

Date of publication of the International search report: 
^ 16 September 1993 (16.09.93) 



(54) Title: MATURATION. DESICCATION AND ENCAPSULATION OF GYMNOSPERM SOMATIC EMBRYOS 




(57) Abstract 

A desiccated mature gymnosperm somatic embryo characterized by having a moisture content which is lower than the ' 
moisture content of its corresponding zygotic embryo and a dry weight and per embryo lipid content which are higher than the 
lipid content and dry weight of its corresponding gymnosperm zygotic embryo. Preferred desiccated gymnosperm somatic embry- 
os arc conifer somatic embryos having a moisture content ranging between 10 and 55 %. Also within the scope of the mvention is 
a method for producing desiccated somatic embryos. The method comprises developing immature embryos in a medium compris- 
ing at least one non-permeating water stress agent, a metabolizable carbon source and a growth regulator having an influence on 
embryo development for a period of time sufficient to yield the recovery of mature somatic embryos having a moisture content 
which is lower than the moisture content of corresponding zygotic embryos. The method can optionally include a secondary de- 
siccation treatment to further reduce the moisture content of the embryos. 



FOH THt FVSWOSES OF INFORMATION ONLY 

Coclesi used tu iilentify Slates party to the PCI' on the from pages of pamphlets publishing irtier national 
applications unUer the PCT, 



AT 


Aukiru 


Fit 




MR 


Mauritania 


AU 


Au^rulia 


CA 


GotKMi 


MW 


Malawi 


B8 




CB 


UniiuJ Kiitiplunt 


NL 


Ncihcrluiulri 


•e 


Bct|;ium 


CN 


Guinea 


NO 


Norway 


BF 


Burkinj huso 


CB 




NZ 


Nvw ZcalaiHl 


EC 




HU 


Mungiiry 


PL 


PoUiml 


BJ 


Benin 


IE 


liulattil 


FT 


Portu|sil 


BR 


Kra/il 


IT 


llaly 


no 


Human ia 


CA 


f.'iinuftlii 


JP 


J«ip.in 




Hu:ttian Kviivraiiiin 


CK 


( vniral Afrikait Kcpuhlii: 


KP 


IKmucralic Puoplc*!^ Rvptihlit: 


su 


Sudan 


CC 






(»l K.uri:a 


SE 


Swvticn 


CH 


Swit/4:iljnU 


KR 


kupubia- oT knrcu 


SK 


Skivak Hupuk>ltt 


CI 


( "die U*K*i»rc 


KZ 


kii/.iLhklan 


SN 


SviH;i;al 


CM 


( *.«ntk:r<MMi 


I.I 


l.t«:chtvn!ili;in 


SU 


Soviet Union 


CS 




I.K 


Sri 1 .inL.t 


TO 




CI 


( '/ct'li Hc^Hihtii. 


I.U 


l.uvcinbiMtri; 


TC 


'r«i|;u 


DC 


Itcrniutiy 


Mf 


MutlULU 


IIA 


Ukraiiic 


OK 


I hill murk 


MC 


MaJaga.\cjr 


US 


llnitud StaliZJi tif Anicraa 


ES 




Ml 


Mali 


VN 


Vici Nam 


Fl 




MN 


Muntfotia 







1 

INTERNATIONAL SEARCH REPORT 



International application No. 
PCT/CA 92/00549 



A. CLASSIFICATION OF SUBJECT MATTER 



IPCS: AOIH 7/00, AOIH 4/00 . . r ^ ipr- 

According to IntgrnaUonJ Pmni Cla«ific>tion (IPC) or to both nauonai clwificaiton and IPC 



B. FIELDS SEARCHED 



Minimum documentation searched (clattificaiion system followed by classificauon symboU) 

IPCS: AOIH 



Documentation searched other than minimum documentation to the extent that such documenu are included in the fields searched 



Electronic data base consulted during the iniemaiional search (name of data base and. where practicable, search terms used) 



BIOSIS, CAB ABSTRACTS, PASCAL, AGRICOLA, WPI ■ WPIL, CLAIMS 



C DOCUMENTS CONSIDERED TO BE RELEVANT 



Category • 


CiUiion of documenu with indication, where appropriate, of Ihe relevant passages 


Relevant to claim No. 


X.P 


Dialog Information Services, file 5. BIOSIS, Dialog 
accession no. 9084765, Biosis accession no. 
93069765, Attree S M et a1: "Enhanced maturation 
and desication tolerance of white spruce picea- 
glauca moench voss somatic embryos effects of a 
nonplasmolysint water stress and abscisic acid", 
Ann Sot (LOND) 68 (6), 1991, 519-526 


1-9, 

10-13(PARTIA 
LLY) 14-55 


A 


WO, Al, 9101629 (B.C. RESEARCH CORPORATION). 
21 February 1991 (21.02.91) 


1-9. 

10-13(PARTIA 
LLY) 14-55 


A 


WO, Al, 8905575 (UNIVERSITY OF FLORIDA), 
29 June 1989 (29.06.89) 


1-9, 

10-13(PARTIA 
LLY) 14-55 



Further documents arc listed in the continuation of Box C. Sec patent family annex. 



* Special cateforicf of aud documenu: 

'A* documem dcAoing (he gcocrai state of aw art which is aoc coaitdcrcd 
us be of pamcuLar relevance 

* E* erlier documeoc but published oa or aAer the iatemaiioul fitint dau 

'L' document which tnay throw doubO oa pnohty claiai(s) or which is 
cited oo eubUsh the puhlicaaoo date of another citaaoa or other 
speaal reasoa (as speaficd) 

*0' document rererhnf to an oral disdosun, use. cchibitioo or other 
means 

* document published pnor to the intouaiiooal TiUni date hut later than 



T* late document published after the iotcmaaoaal Tilinf date or pnoncy 
dau »^ not in conflict with the appUcanoo but oted to uodsttaod 
the priiKiple or theory undcrtyinf the mvatioo 

X* docummt of particular relevance: the claimed invaiioa onoot be 
cotisidavt novel or cannot be cotisidcred to involve an inveonve 
nep when the document is taken alone 

Y* docuxDeac of particular relevance: the claimed invddon cannot be 
conxidmd to involve an uivenftve step when the documeat is 
combiaed with one or more other such documents, such combioadon 
beiof obvious to a penon skilled in the art 
docummt member of the same patent family 



Date of the actual compleuon of the iniemationat search 
2 Julv 1993 


Date of mailing of the intemaiional search report 

12. oa93 


Name and mailing address of the ISA/ 
€urooean Patent Office 

Facsimile No. 


Authorized ofiicer 

CAROLINA PALMCRANTZ 
Telephone No. 



Form PGT/ISA/210 (second sheet) <July 1992) 



r 





INTERNATIONAL SEARCH REPORT 


International application No. 

PCT/CA 92/00549 


C (Coniinuaiion). DOCUMENTS CONSIDERED TO BE RELEVANT 


Category • 


Giauon of documenu with ind'tcaiion, where appropriaie, of the relevant passages 


Relevant to claim No. 


A 


Dialog Information Services, file 50, CAB, 

Dialog accession no. 1163544, McKersie B.D. et al: 
"Drying somatic embryos for use as articicial seeds. 
Proceedings of the Plant Growth Regulator Society 
of America 17th Annual Meeting edited by Hodgson, 
R,H.", Ithaca, New York, USA; Plant Growth Regulator 
Society of America 1990, 199-207 (7 ref.) 


1-9. 

10-13(PARTIA 
LLY) 14-55 


A 

1 

i 
1 


Dialog Information Services, file 5, BIOSIS, 

Dialog accession no. 8125073, Biosis accession no. 
91046073, Anandarajah K et al: "Manipulating the 
desiccation tolerance and vigor of dry somatic 
embryos of medicago-sati va L. with sucrose heat 
shock and abscisic acid". Plant Cell Rep 9 (8), 
1990, 451-455 


1-9. 

10-13(PARTIA 
LLY) 14-55 

4 

1 

i 
1 



Form PCT.ISAy2lO {conunu&uon of second snett) (Juiy \992) 



IlsTTTIRNATIONAI. SEIARCH REPORT 


Iniemaiional application No. 




. PCT/CA 92/00549 



Box 1 Observations whtrv c«rUlD claims were found unsearchable (Continuation of Item 1 of first she«t) 



This inicmatioaal search report has not been etublishcd m respect of certain claims under Article I7(2)(i) for ibe following reasons: 
1. I I Claima No*.: 

because ibey relate to subject matter oo( required to be searched by this Auibority» namely: 



2. I j aaimsNoaJ 

because ihey relate lo parts of the ictematioDal application that do not comply with the prescribed requirements to such 
an extent that no meaningful international search can be carried out, spedGcally: 



3. I ] aaims No».: 

^—^ because they are dependent claims and are not drafted in aocordance with the second and third sentences of Rule 6.4(a). 



Box II Observations where urxJty of Invention Is lacking (Continuation of lum 2 of first sheet) 



This International Searching Auihoriiy found multiple inventions in this international application, as foUo>A-s: 
(See extra sheet 210) 



1. I ' I As all required additional search fees were timely paid by the applicant, this international search report covers all 

searchable claims. 

2. I I As a II searchable cla ims could be searched without effort justifying an additional fee, ibis Authority d id not invite payment 

of any additional fee. 

3. I I As only some of the required additional search fees were timely paid by the applicanr, this international search report 
*— ^ covers only those claims for which fees were paid, speciGcally claims Nos.: 




Remark on Protest [ ] The additional search feea were accompanied by the applicant's protest. 

I I No protest accompanied the payment of additional search fees. 



Form PCT/lSAy210<continuation of first sheet (J))<July 1992) 



INTERNATIONAL SEARCH REPORT 



Interoaciooal applicatioo No. 

PCT/CA 92/00549 



Claims 1-9,10-13 ( p a r t i a 1 1 y ) , 1 A - 5 5 relate to a method for 
improving gymnosperm somatic embryo quality and to long-term 
storage of said embryos. 

The problem is solved by producing desiccated somatic embryos 
having a moisture content vghich is lower than the moisture 
content of its corresponding gymnosperm zygotic embryos and 
having a dry weight and lipid content per embryo which are 
higher than the dry weight and the lipid content of its 
corresponding gymnosperm zugotic embryo. 

Claims 1 0- 1 3 ( p a r t i a 1 1 y ) and 56-57 relate to a method for 
improving the quality of plant embryos. 

The problem is solved by encapsulating the plant embryos. 

Accordingly, claims 1 - 9 , 1 0 - 1 3 ( p a r t i a 1 1 y ) , 1 4- 5 5 and claims 10-13 
for improving the quality of plant embryos and hence they are 
considerd to define two independent inventions. 
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